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Rhizoid Formation in the Embryo of Turbinaria (?) 
fusiformis Yendo and Sargassum 
Thunbergii O’Kuntze. 

Bv 

Masato Tahara. 

As emphasized in my previous paper on Coccophora iMtigsdorfU 
(Tahara, 1928), it seems to me that the study of the rhizoid formation 
in the embryo of Fucaceous algae gives us an important clue for the 
determination of the systematic position of each species. For the 
verification of this opinion it is, however, necessary to investigate the 
rhizoid formation in a number of algae belonging to this family. In 
the present paper rhizoid formation of only two species, Turbinaria 
(?) fusiformis Yendo and Sargassum Thunbergii O’Kuntzk will be 
treated. The same study on other spec’ies of Fucaceae will be published 
in a series of subsequent papers. 

1. TURBINARIA (?) FUSIFORMIS YENDO. 

This species is one of the c.ommonest algae of Japan. The repro- 
duction begins at the beginning of June and continues till July. The 
plants are strictly dioecious. The liberation of sexual cells occurs 
simultaneously and periodically, as is usual in other members of 
Fucaceae, and the discharged eggs remain attached to the receptacle 
for two or three days. Eggs contained in one receptacle are not 
generally liberated all together, but at two or three different times. 
Sperms are biflagellate and have no eye-spot. 

The eggs at the moment of liberation have eight nuclei and appear 
to be fertilized in this stage. The first segmentation wall runs per- 
pendicular to the long axis of the embryo. A lens-shaped rhizoid 
cell, the intial cell for rhizoid formation, is cut off, as a rule, by the 
second segmentation wall. The first two division walls in this rhizoid 
cell run perpendicular to each other, as a result forming four equal- 
shaped quadrant cells. The third division walls, however, run in 
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various directions, some of them being parallel to the former ones, 
others oblique without passing through the renter of the rhizoid cell 
and still others radial, passing through the center of the cell (Fig. t). 



Tpxt-fiR 1. Right cell stage of the rhi/ou) cell of Turhinarta (?) fusifimnts. 

(x420) 


Rhizoid formation begins in this eight <‘ell stage of the rhizoid cell. 
One rhizoid being produced in each cell, a group of eight rhizoids 
is developed at one extremity of the ernbiyo (Fig. 2). Rhizoids which 
have no direct n^lation to the rhizoid cell can not be seen, at least 
in the early stage of development. Thus the mode of rhizoid formation 
of this alga is seen to have a deep resemblance to that of Coccophora 
Langsdfyrfii. But the frequent occurence of oblkiue and radial division- 
walls in the rhizoid cell of Turhinaria (.^) Thunbergii appears to throw 
out a hint of a lelationship to Sargfissum. 

As to the systematic TX)sition of this alga, at present no definite 
opinion yet prevails. The plant was first described by Hauvky from 
sterile specimens under the name, Cystophyllum fusiforme. Later 
Ykndo, after finding out that the receptacles were borne in an axillary 
position, removed the plant from the Genus Cystophyllum and pro- 
visionally suggested the name Turhinaria (?) fusiformis. So far as 
I am aware, there is no publication concerning the rhizoid formation 
in the species Turhinaria, So for the present it is impossible to 
compare the result here obtained to that of any other study on 
Turhinaria, But it seems to me certain that this plant should be 
placed under a genus other than Sargassum^ because the rhizoid 
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formation of this plant greatly differs from that observed in the species 
of Sargassum ('Pahaua. 1913, 1928). 



Text'fii^. 2. Embryo of Turbinana fmtformis. (xl60) 

The present study was carried out at the Misaki Marine Biological 
Station of the Tokyo Imperial University. I wish to expi'css here 
my hearty thanks to Prof. N. Yatsu, and Dr. M. Oshima of the 
Station. 


2. SARGASSUM TllUNBERGlI O’KUN r/K. 

In his preliminary list ot Japanese Fucaceae, Ykndo gives the 
name Turbinaria Thunbergii to the plant under consideration. But 
in a full report published later he has changed his opinion and 
transferred the plant into the genus Sargassum, In any case, this 
plant has a certain characteristic, not common in Sargassum, Several 
forms, differing much in their appearance, are known in the present 
species. Fulcrant leaves in one form are mostly transformed into 
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vesicles, especially in its younger stage o{ development, thus suggesting 
a close affinity of the plant to Turbinaria(?) fusiformis. 

The male and female receptacles of the plants, which are also 
strictly dioecious, ripen in July and August in the vicinity of the 
Asamushi Biological Station, where the material of the present inves- 
tigation was obtained by Mr. M. Shimakuka at my request. According 
to my observation of several years, the liberation of sexual cells of 
this plant appears to occur always on a day of neap tide. This 
circumstance may be quite favorable to the plants, as they grow 
generally at the high tide mark, and on the days of spring tide most 
of them lie naked for several hours, exposed miserably to the direct 
sunshine. If the liberation of sexual elements occurcd on a day of 
spring tide, they would probably be easily destroyed by the heat of 
the summer sun. 

Turbinaria[?) fusiformis grows also at the high tide mark. One 
general liberation of sexual cells of this plant occured in Misaki this 





Text -fig. 3. Eight cell stage of the rhizoid cell of Sargassum Thunbergii. 

(X420) 

year on July 11, a day of neap tide. It seems to me quite probable 
that the sexual cells of this plant are also always discharged on a 
day of neap tide, although at present no extensive data as to this 
point are available. 
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Early stages of development in Sargassum ThurAergii arc about 
the same as those in other species of Sargassum, but the mode of 



Text-fig. 4. Embryo of Sarfiiassum Thunhergn, f,x210) 

division in the rhizoid cell differs distinctly from the usual course in 
Sargassum and, much resembles that of Turbinaria (?) fusiformis. 
The only difference is that in Sargassum Thunh(rgii the thh'd division- 
walls in the rhizoid cell, without passing through the center, run 
mostly oblique to the former ones (Kig. 3). As is shown in 'I’ext-fig. 
4, eight rhizoids are developed at one extremity of the emhiyo ; 
rhizoids not originating from the rhizoid cell are not seen, at least in 
the early state of embryonal development. On my opinion therefore, 
this species ought to be placed under the same genus with Turbinaria 
(?) fusiformis. 

In conclusion, the author should like to express his obligation to 
Mr. M. Shimakura, who has helped him much in the present investiga- 
tion. He also wishes to acknowledge his indebtness to “ 'I’he Saito 
Gratitude Foundation ” for financial aid. 
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A New Terrestrial Amphipod Orchestia kokuboi, 
sp. nov. from Asamushi. 


By 


Masuzo Ueno. 

(KyAto Imporial University ) 

'rhrough the courtesy of Professor T. Komai, I recently obtained 
four specimens of a terrestrial amphipod which had been collected by 
Professor S. Kokubo of the Asamushi Marine Biological Station. A 
careful examination of these crustaceans has revealed that they have 
not yet been described. A short description of this new species, 
thc'refore, is given below. 

Orchestia kokuboi, sp. nov. 

Body laterally compressed, whitish with a pink lint. Eyes rather 
large, nearly round, blackish, situated near ihi; antero-dorsal corners 
of head. Antennule (Fig. 1, A) e.xtending far beyond the end of the 
penultimate joint of peduncle of antenna, but scarcely reaching the 
end of third joint ; flagellum 6-? jointed, about twice as long as third 
joint of peduncle. Antenna (Fig. I, A) rather slender, much less 
than half as long as body ; flagellum a little longer than j)eduncle, 
19-20 jointed. Mouth-parts prominently projecting below; endpod of 
maxillula vestigial, lobe of first joint slender and with two apical setae 
(Fig. 1, B); lobe of second joint of maxilla with a large seta on 
apical end (Fig. I, C) ; maxillipeds, palpal joints short and broad, 
fourth joint entirely wanting (Fig. 1, D). First gnathopod in male 
subchelat(! ; fourth joint without apical process ; fifth somewhat dilated 
distally, spinulo.se, with a prominent subapical process ; sixth with a 
large apical lateral expansion, spinulose, with finger fitted closely to 
apical margin (Fig. 1, E). Second gnathopod in male distinctly chelate; 
second joint long, parallel-sided, not widened distally ; sixth very large 
and broad, oval, apical margin spinose; finger or claw large, curved, 
with distal extremity blunt, and inner margin fitted closely to oblique 
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Orchestia kokuhoi sp. nov. 

A. Head, antonnulo un<l antenna of male, luU*ral view, X8; B. Maxilluln, x20; 
C. Maxilla, x20; 1). Muxillipeds, x20; E. Right 1st gnathopod of male, 
X8, K' x20; F. Right 2nd gnathopod of male, x8; G. Right 1st gnathopod 
of female, x8, C/ x2(); H. Right 2nd gnathopod of female, x8, H' x20; 
1. Right 2nd peraeopod of male, x8; J. Right 5th perueopod of female, X8; 
K. Right 3rd pleopod of male, xl2; L. Uropods and telson, lateral view, X8. 


convex apical margin of sixth joint (Fig. 1, F). First gnathopod in 
female subchelate ; fifth and sixth joints spinulose, the latter compara- 
tively small, parallel-sided ; linger nearly as long as entire apical margin 
of sixth joint (Fig. 1, G). Second gnathopod in female subchelate; 
second joint somewhat lamelliform, front and hind margins nearly 
straight; fifth joint distally widened, spinulose; sixth long, apical 
margin with a large round process produced beyond finger (Fig. 1, H). 
Second peraeopod, inner margin of finger with a spine (Fig. 1, 1). 
Of fourth and fifth peraeop<xls, fourth, fifth and sixth joints very 
long, spinose, finger .slender and acutely pointed (Fig. 1, J). Third 
pleopod normal (Fig. I, K). Third pleon segment, postero-lateral 
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corners quadrate, angle somewhat acute but not produced. First 
uropod, rami equal in length and a little shorter than peduncle, with 
margins spinose ; rami of both second and third uropods also a little 
shorter than their peduncles (Fig. 1, [^) ; telson small, cone-shaped and 
spinulose. 

Length of body 18 mm. in male, 17 mm. in female (exclusive of 
antennae). 

Locality: Four females and a male were collected by Protessor 
S. Kokubo on December 8, 1927, on a hill in Yu-no-shima, a small 
island off Asamushi (latitude about 40‘*7()'N). This spot is far above 
the tide-marks ; and the animals were found living in burrows in soft 
damp soil under dead leaves. 

Remarks : This new species closely resemliles the North American 
species Orchestia grillus (Bose, 1802) but shows differences in the 
structures of the antennules, gnathopods and in other features. The 
antennule of this species almost reaches the end of the third joint 
of the peduncle of the antenna, while in O. grillus it does not come 
beyond the penultimate joint of the peduncle of the antenna. The 
second joint of the second gnathopod in the female of this new species 
is parallel-sided, but in O, grillus the front margin is strongly convex 
except at the distal end. The sixth joint of the second gnathopod 
in the male of this new species is slightly narrower towards the palm, 
while in O. grillus it has nearly the same width throughout. These 
characters of the gnathopods of the present species remind one rather 
of Orchestia humicolay a terrestrial amphipod described by Edward 
VON Martens'^ from Japan. O. hurnicolay however, is a smaller 
species only 8 mm. long, which differs from the present species in 
the following features : (i) the flagellum of the antennule is J-S jointed ; 
(ii) the second joint of the fifth ])(‘raeopod is strongly serrate or 
crenulate on the upper part of the hind margin ; (iii) the rami of the 
first uropod are considerably shorter than the peduncle. 

Ky6to, October 25, 1928. 

DStehbinc;, T. R. R. - ' “ Amphipoda-Gamrnaridea *’ iii. Schui^zl s I'ierreich, Lief. 

21, 1906, p. 540. 

Martens, E. v. — „tM)or cinige <islasiatische Siisswassertii*re ”, Archiv f. Natur- 

Kcs., Jahrg. 34, lid. 1, pp. 56-57. 1868. 

The locality is not recorded. 




Report of the Biological Survey of Mutsu Bay. 

12. Cheilostomatous Bryozoa of Mutsu Bay.* 

By 

Yaichiro Okada. 

(With Plates I-V.) 

This is the second paper on the Bryozoa of Mutsu Bay, (healing 
with the Cheilostoinata. Twenty-soven species ar(‘ recorded, six of 
which seem to i)e new to st iencc. Fhe observations herein given 
confirm the zoogcographical conclusions mentioned in the preceding 
paper. It is interesting to note that the Reteporan specits is limited 
to Retejxyra ierebraia Buchnek, though this species is very abundant. 
This is the first time it has been observed that different kinds of 
substratum cause different outer configurations in Costazia costazi 
Audouin, when the zooecial features are entirely similar. 

Order CHKILOSTOMATA Busk. 

Suborder ANASGA I .KVINSEN. 

Division I. MALACOSTEGA Levinsen 1909. 

Family 1. BIFLUSTRIDAE Smut 1872. 

Genus 1. CONOPEUM Gray 

1. Conopeum serrata (HiNt’Ks). 

('IVxt-fig. 1.) 

Memhrampom mrrnbranacea form serrata Hincks, 1882, A. M. N H., \ol. 10, p. 
469. 

Membrantpora senalu Kohkrtson, lfK)8, Univ. Calif. Puh. Zool , \oI. 4, pi). 268- 
269, pi. 16, figs. 20, 21, 21 a. 

Diagnosis : Zoaria consisting of circular or lohate patches incrust- 
ing seaweed. Zooecia ciuadrangular, oblong, *iltcmat(‘, arranged in 
lines radiating from the centre of the colony ; aperture occupying the 
whole of the front, closed by a membranous front wall; margins 


*A contribution from the Marine Biological Station, Asamushi, Aomori-Ken. 
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raised, with a crenated, inner rim, some of the crenations growing 
long and forming distinct denticles, and with a short spine at each 
distal angle ; operculum curved, its margin strengthened by a chitinous 
rib. Avicularia and ooecia arc wanting. 

Several colonies were obtained off Ishi- 
hama (Station 43 ; Sp. no. 617). They 
were attached to lllva and are light greyish 
in alcohol. 

Family 2. ALDERINIDAE 

Canu et Bassler 1917. 

Genus 2. ELLISINA Norman 1903. 

2. Ellisina crenulata, n. sp. 

(Plate IV, fig. 1.) 

Diagnosis : Zoarium incrusting, forming 
light greyish yellow and somewhat thick 
patches closely adherent to shells or stones. Zo()e(‘ia alternate, arranged 
in lines radiating from the centre of the zoarium, somewhat large, 
oval or elongate. Aperture occupying the whole of the gymnocyst, 
closed by a membranous front wall ; peristome .somewhat raised, 
unarmed, with a calcareous, minutely crenated mural rim. Avicularia 
large, placed just below the lower margin of the aperture, with an 
elongated triangular mandible, its tip s<^mewhat raised and directed 
oblicjuely upward. Ooecium small, transversely narrowed, quadrangulai* 
in form with a marginally thickened arched surface. 

The present new species was collected at Oma (Station 104 ; Sp. 
no. 2073), incrusting a shell of Haliotis. This is somewhat allied to 
Membranipora occulala IIohektson but differs from it by the absence 
of the oral spines and .scattered spatulato avicularium as well as in 
the ooecial features. 

Family 3. BUUULIDAE Gray 1848. 

Genus 3, BUGULA Oken 1815. 

’^Robektson, 1908, Univ. Calif. Pub. ZooL, Vol, 4, pp. 262-263, pi. 14. figs. 6-«. 



Text-fig. 1. Conopcuni 
serrata (IIinc ks). x20. 
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3. Buguia neritina (Linnaeus). 

(Plato I, Bff. 1.) 

Sertularia neritina Linnaeus, 1758, Syst. Nat., cd. x, 38. 

Buguia neritina Okkn, 1815, Lehl. der Nat., Abt. 2. — Heller, 1867, Ad. Bry., 
p. 90. — McCoy, 1881, Prod. Zool. Viet., dorado vi, p. 41, pi. Lix, fig. 7. — Busk, 
1884, Chall. Kept., vol. x, pt. xxx, p. 42. -- Waters, 1887, A. M. N. H., 5, xx, p. 
91, pi. iv, figs. 3, 15 — Carnus, 1889, Prod. Faun. Modit., vol. li, p. 6. — Ortmann, 
1890, Arch. fUr Naturg. Berlin, Lvi, p. 24, pi. i, fig. 17. — Phillips, 1899, Willey’s 
Zool. Res., iv, p. 440. — Robertson, 1905. Univ. Calif. Pub. Zool., vol. li, p. 266, 
pi. ix, fig. 47, pi. xvi, fig. 97. — Calvet, 1906, Bull. Mus. Paris, p. 12. — Thornlly, 
1907, Rcc. Ind. Mus., vol. i. p. 183. — Okada, 1918, Annot. Zool. .J.ip., vol. ix, pt. 
iv, p. 484. 

Acatnarchis neritina Lamouroux, 1816, Hist. Poly. Coral, p. 58, pi. iii, fig. 2 

Cellularia neritina Johnston, 1847, Brit. Z., p. 340, pi. ix, figs 3, 4. 

Diagnosis: Zoarium consistinj^ of bushy tufts, dark brown or 
reddish brown, often tinged with purple. Branching dichotomous. 
Zooecia biserial, quadrangular, truncate above ; aperture occupying 
more than two-thirds of the gymnocyst ; a short denticle at the summit 
of the sides of the zooecium. Ooecia conspicuous, globose, attached 
to the inner anterior angle of the zooecium by a short peduncle. 
Avicularia wanting. Rootlets forming a tuft af the base of the colony. 

Several small colonies which may be identified with the above 
species exist in the collection. They were obtained at Yunoshima 
(Station 1 ; Sp. no. 460). Compared with specimens from the southern 
part of Japan, the zoarium of this form is much more delicate and 
smaller, having much slenderer branches. This is widely distributed 
throughout the world, and in Japan was first recorded by Ortmann 
from Sagami Sea, and later by me from the southern part of Japan. 
This specimen likewise possesses no avi('ularia, as is the case with all 
Japanese specimens, so far as have come under my observation. 

Family 4 SCRUPOCELLARIIDAE Levinsen 
G enus 4. CABEREA Lamouroux 1816. 

4. Caberea hataii, n. sp. 

(Plate I, fig. 2; Plate IV, fig. 2; Text-fig. 2.) 

Diagnosis : Zoarium an irregular flabellate tuft, attached to the 
substratum by numerous rootlets, 30 mm. heigh. Branches somewhat 
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broad, dichotomously dividing at rather wide intervals. Zooecia 
arranged in transverse rows of four or six, somewhat elongate, nearly 
uniformly wide throughout the length, apertures with a spine on each 
side close to the anterior margin. The scutum, short and rod-like in 

shape, exists on the middle of either side 
of the peristome. I^ateral avicularia present 
on the outer margin of the outermost lateral 
zooecia, with a triangular mandible, pointed 
at the end. Frontal avicularia small, usually 
existing on both sides of the lower margin 
of the zooecial aperture, with a semicuTular 
mandible, with a pointed and recurved end. 
Vibraculum and its chamber exhibit nearly 
the same features as that of Caberea lata B. 
Ooecia : somewhat small, weakly inflated, 
nearly semicircular, with a thick arched 
margin. Root-fibres occur in the same manner 
as in Caberea lata B. 

This new species is represented in the 
collection by several large and small colonies which were obtained at 
the following localities: Off Nakanosawa (Station 80; Sp. no. d59) ; 
off Ishihama (Station 43 ; Sf>. no. 472) ; off Tsubakiyama (Sp. no. 
1677, 1672). They were attached to worm-tubes and stones. The 
present species closely resembles Caberea lata B.*^ and Caberea 
climadna Ortmann ^ but differs from the former by the presence of 
a rod-like scutum on the margin of the peristome and from the latter 
by the presence of lateral avicularia and of the oral spines. 

5. Caberea tenella, n. sp. 

(Text-fig. 3.) 

Diaf^osis : Zoarium small, dichotomously branched ; branches 
slender, delicate, nearly the same breadth throughout. Zooecia biserially 
arranged, short, subquadrangular ; apertures elliptical, occupying about 
half the gymnocyst of the zooecium with a narrow smooth margin, 

Busk, 1852, Cat. Mar. Poly. Brit. Mus., I, p. 39, pi. 47. 

-^Ortmann, 1890, Arch, ftir Naturg. Berlin, Bd. 1, p. 22, pi. 1, fig. 6. 




b 



Text-fig. 2. Caberea hataii 
n. sp. 

a. Mandible of frontal 
avirulnnum x200. 

b. Operculum X 200. 
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sloping outwards, and with one or two spines above on the outer 
side. Scutum large, elliptical, covering the aperture. Lateral avicularia 
wanting. Frontal avicularia in two forms ; the larger one exists 
unfrequently on some zooecia with triangular, curved mandible, pro- 
minently raised, the small one more fre- 
quently appears on zooecia, placed on a 
lateral side of zooecial aperture, raised 
with a semicircular mandible, directed 
downwards. Vibraculum long, serrate. 

Ooecia unknown. 

A small colony of this new species 
exists in the collection. It was collected 
at 6ma (Station 101; Sp. no. 2110), 
attached to a stone. 

Genus 5. MENIPEA Lamouroux 1816. 

6. Menipea occidentaiis var. 
catalinensis Robertsoii. 

(Plate 1, H.) 

Mentpea occidentaiis var. catalinemis Hobkrtsd.v, 1905, Pub. IJniv. /ool., 

vol. 2, no. 5, pp 255-2.56, pi. vii, fi^s 26-27. Ok ad A, 1918, Annot. Zool. Jap., \oI. 
ix, p.irt. IV, pp. 409-410. 

Diagnosis: Zoarium forming a bushy (uft, attached by a large 
number of root fibres. Branching regular, each tuft or frond consisting 
of a main rib from which secondary branchts arista alternately, these 
again giving off tertiary branches. Internodes consisting of four or 
five zooecia. Zoot'cia elongated, narrowed below ; apt'rture occupying 
about half the gymnocyst, surrounded by six jointed s[)ines, sometimes 
by five or seven. Scutum fan-shaped, the edge being divided and 
extended into five or more spinous processes, making it so large as 
to cover the lower half of the aperture. Ooecia large, globose, just 
above the gymnocyst, perforated by a small number of pores. Root- 
fibres arising in root-chambers just above the lateral avicularia; the 
root-chambers situated on the lower zooecia only, n)unded, projc'cting 
dorsally and laterally. 

Several colonies which may be identified with the above species, 


a b 



Text-fij?. 3. Caberea tenclla 
n. t>p. 

a. Ventral view of zooecia 
X65. 

b. Dorsal view of vibracula 
x65. 
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exist in the collection. They were obtained at near the Biological 
Station (Station 4 ; Sp. no. 425) ; at 6ma (Station 104 ; Sp. no. ?), 
off the Tuchiya coast (Sp. no. 1884) ; in front of the Biological Station 
(Sp. no. 1876), attached to sea*wet5ds. 

According to RoBEimsoN’s description of the present form Menipea 
occidentalis var. catalinensis is characteristic in having a divided scutum 
and in the number of zooecia in an intemode. But from the observa- 
tion of the specimens before me, the characters above mentioned do 
not constantly appear, though they are variable in shape, being fre- 
(juently divided, and occasionally undivided in the zooecia of an 
intcrnodc. 


Family 4. AETEIDAE Smitt 1867. 
Genus 6. AETEA Lamouroux 1812. 


7. Aetea anguina (Linnaeus). 
(Text-fig. 4.) 


Seriularia anguina I.innaeus, 1758, Syst. Nat., Ed. x, vol. 1. 

Cellarta anguina EiJ.is et Solan dkr, 1786, Nat. Hist. Zooph., p. 26. 

Aetea anguina Lamoifroux, 1812, Bull. Sc. Soc. Phil., p. 184. — Husk, 1852, Cat. 
Mar. Poly. Bnt. Mu,s,, p, 31, pi. xv, fig. 1. — IIincks, 1880, Brit. Mar. Poly., p. 4, 
pi. 1, figs. 4, 5. — Busk, 1884, Chall. Hop,, p. 2. — Osburn, 1912, Bull. Bur. Fish„ p« 
220, pi. xxi, fig, 14, 14 a. - - Wai'kiis, 1913, Proc. Zool. Soc. London, p. 463, pi. 
Lxiv, fig. 1, 2. — Hakmer, 1926, Poly. Sib. Exp., xxviii b, pp. 194-19.5, pi. xiii. figs. 
3, 4. 



Text-fig. 4. Aetea an’ 
guinea (Linnaeus) x23. 


Diagnosis: Zoarium encrusting, slender 
filamentous. Zooecia with a long attached 
portion, at first delicate and of uniform 
diameter, then gradually dilating and passing 
at a right angle into the free distal peristome, 
which is straight and then curved. Frontal 
membrane on the side facing the adherent 
part, expanding at its middle, the operculum 
terminal. Peristome at first with numerous 
punctations. 

A large colony which may be identified 
with the present species exists in the collec- 
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tion. It was obtained at Oma (Station 104 ; Sp. no. 2144) and attaohed 
to sea-weed. The Japane.se species was previously dos<‘rihed by Hakmer 
from the specimen collected at a spot off Tokyo Bay collected by 
A. OwsTON in 1902. 

Suborder ASCOFHORA 1 .AMOUKOUX 1909. 

Family 5. HIPPOTHOIDAE Levinsen 1{X)9. 

Genus 7. HIPPOTHOA Lamouroux 1S21. 

8. Hjppothoa hyalina (Linnaeus). 

(Plate I, fiK i; Plate IV, fig. 3.) 

Cellepora hyalina Linnaeus, 176(>-176H, Syst. Nat. 2, p. 1286. 

Berenicca hyalina Hassall, 1840, A. M. N. H., vii, p. 367. 

Lepralia hyalina W. Thompson, 1840, A. M. N. II., v, p. 253. — Johnston, 18^12, 
Brit. ed. 2, p. 301. pi. i.iv. fif?. 1. - Busk, 1854, Cat. Mar. Poly. Brit. Mus., ii, p 
84, pi. Ixxxii, fiKb. 1-3, pi. xcv, figs. 3-5, pi. d. figs. 1, 2. 

Mollta hyalina Smut, 1867, Oofv. K. Vetenek. Ak. torh., iv, 16, p. 109, pi. xxv, 
figs. 84, 85. 

Schizopnrella hyalina Hini’KS, 1880, Hist. Bril. Mar. Poly., pp. 271-275, pi. xxiii, 
figs. 8-10. — Waters, Journ. Linn. Sor. Ixindon, v, 34, p. 20. — Kobkrtson, 1900, 
Proc. Wash. Acad. Sc., vol. ii, p. 326. — Whiteaves, UK)1, Geol. Suiv. of Canada, 
p. 100. — Cornish, 1907, Mar. Fi.sh. Kep. Canada, no. 22, p. 77. — Robertson, 1908, 
Univ. Calif. Pub. Zool., pp. 289 -290, figs. 43—45. 

Hippothtta hyalina Osburn, 1912, Bull. Bur. Fish., xxx, pp 235-236, pi. xxiv, 
fig.s. 47, 47a-47c. — Marcus, 1914-16, Bry. von den Auckland und Campbell Insoln, 
pp. 97-98, pi. V, fig. 3. — Nordgaard, 1918, Bry. from the Arct. Reg., p. 52 -- 
Marcus, 1920, Nat. Hist. Juan Fern. & East. Isl., vol. lii, pp. 102-103, fig. 5 - 

Marcus, 1921, Arkiv. fiir Zoologi. K. Svonska Vet.. Bd. 14, no. 7, p. 12. 

Cellepora hyalina Nordgard, 1900, Den Nors. Nordh. Exp., xx\ii, p. 10. 

Diagnosis : Zoarium a delicate, foliaceous, irregular mass consisting 
of the zooecia piled on top of each other, in an irregular way. Zooecia 
variously shaped elongate-ovate or subcylindrical, distinct, disposed 
somewhat irregularly in radiating rows and separated by large punc- 
tures ; gymnocysts thin, delicate, hyaline, smooth and shining, or slightly 
followed transversely and sometimes with a distinct broad umbo just 
below the aperture. Zooecial aperture terminal, orbicular, with a deep 
rimule at the middle of the lower margin. Ooecia large, globose, 
prominent, punctured sparsely, sometimes with an umbo in the middle 
of the ooccial wall. Avicularia wanting. 
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Numerous colonies which may be referable to the above species 
exist in the collection. They were obtained from the following various 
lo<*alities: at Futagojima (Station 26; Sp. no. 430,612); off Itanozaki 
(Station 31 ; Sp. no. 434, ht5) ; off Ishihama (Station 43 ; Sp. no. 
615); off Shimizugawa (Station 73; Sp. no. 627); off Yokohama 
(Station 81 ; Sp. no. 431). They were attached to individuals of 
sea-weed or Ilydrozoa. 

Family 6. BSCHARELLIDAE Lkvinskn 1909. 

Subfamily a. SCHIZOPORELLAE Canu et Bassi.kr 1917. 

Genus 9. SCHIZOMAVELLA Canu et Basslkr 1917. 

9. Schizomavella auriculata (Hassall). 

(IVxt-fig. 5.) 

Lepralia auriculata Hassau, 1842, A. M N. II., vii, 412. — .Johnston, 1847, 
Hrit. Z. (‘d. 2, 310, pi. liv. fij;. 8. — Bosk, Cat Mar. Poly. Bnt. Mus., ii, 67, 
pi. Ixxxix, hj's. 1-6. 

Escharclla auriculata Smitt, 1867, Oefv. K. Vi*tonsk* Ak. Fdrh., iv, 12 & 90, pi. 
XX iv. 58, 59. 

Schtzopnrella auriculata Hinc ks, 1880, Hist. 
Bril. Mar. Poly., 21^)- 263, pi. xxix, figs. 3-9.“- 
UoBKRTSON, UK)8, Univ. Calif. Pub. Zool., vol. 4, 
286, pi. 19, hg. 39. - Okaoa, 1923, Annot. Zool. 
.lap, \ol. 10, Art 22, p. 230. 

Diagnosis : Zoarium incrust ing, spread- 
ing in subcircular patches. Zooecia rhom- 
boid, sometimes subovate, short, disposed 
in linear series, radiating from a central 
point, separated by raised lines, punctured 
or granular; aperture .small, suborbicular, 
with a rimule below and with 2-4 marginal 
spines. A small frontal avicularium with 
Text-fig. 5. Schizomavella a rounded mandible, immediately below 

auriculata (Hassai. 1 .). X 140. the middle of the lower margin, usually 

on a mamillary eminence which is some- 
times prolonged into a mucro. Ooecia subglobose, depressed, closely 
united to the zooecium above, sometimes completely immersed, punc- 
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tured, often partially enveloped in a f^landular crust ; occasionally 
mucronate. 

A small colony was obtained at Oma (Station 10 1; Sp. no. 21 13). 
It was attached to a stone and is milky white in alcohol. 

10. Schizom^vella galea ta (Busk). 

(Plato 1, fi>». 5; Plato IV^ lig. i, Text-fij;. 0.) 

Lepralm gaL'ata Busk, 1854, Cat. Mar. Poly. Bnt. Mus., pt. ii, p. 65, pi. xojv, 
figs. 1, 2. 

Diagnosis : Zoarium incrusting. Zooccia ovato-vcntricose, disposed 

in linear series, separated by raised linos; gymnocyst punctured all 

over. Zooecial aperture orf)icular, weakly 

contracted below by two cardelles, the lower 
margin slightly curved outwards, unarmed. 

Frontal avicularia immediately below the zooc- 
cial aperture, with semicircular mandible. 

Ooecia globose, inflated distinctly, covered 
with punctures of different sizes. 

This species is represented in the collec- 
tion by a few colonies and fragments. They 
were obtained from the following IcM^alities: 

Off Yunoshima (Station 6; Sp. no. 608); 
near Mourakojima (Station 24 ; Sp. no. 454) ; 
at Futagojima (Station 26 ; Sp. no. 623) ; 
off Yadonobe (Station 63 ; Sp. no. ?) ; off 
Karibazawa (Station 74 ; Sp. no. 613) ; off 
Akemae (Station 76; Sp. no. 611). They 
were attached to Hydrozoa, a plate of Ctr* 
riped and to a Ketcpora terebrata Buck., 
and infrequently exhibit a thick lam<dla*like 
zoarium the base of which is attached to a substratum. The zoarium 
in alcohol is yellowish brown. Operculum obluip with thickened outer 
margin. The mandible of the avicularia shows a somewhat obtusely 
triangular shape, with a narrow thickened margin. Tlie oral avicularia 
are not found on the marginal zooecia of a colony. 


a 



Tc*\t-lig. 6. Schtzoimvrlla 
pfdratn (Bu.sk). 

a. Mandible of fnmtal 
aviculanum X 200. 

b. Opcnulum x200. 
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Genus 10. SCHIZOPODRELLA Canu et Bassler 1917. 


11. Schizopodrelia unicornis (Johnston). 
(Text-fig. 7) 


Lepralta unicornis JoHNSTON, 1847, Brit. Z., p. 320, pi. Lvii, fig. 1. — Busk, 1856, 
Quart. Joum. Mic. Sc., iv, p. 309, pi. x, fig. 3, 4. — Busk, 1859, Crag Poly., p. 45, 
pi. V, fig. 4. 

Schizoporella unicornis Hincks, 1880, Hist. Brit. Mar. Poly., p. 238, pi. 35, fig. 
1-5. ■ — Nohdoaaiu), 1905, Hyd. Biol. Inv. Norw. Fjords, p. 165, pi. 5, figs. 23-25, 27. 
— C/Vi.VKT, 1907, Expcd. Sc. Trav. Talisman, vol. viii, p. 417. Norman, 1909, Journ. 
Linn. Soc. [.ondon, vol. xxx, p. 417.— Watkrs, 1909, Journ. Linn. Soc., Zool., vol. 
XXXI, p. 143, pi. xii, figs. 12, 13. — Osuurn, 1912, Bull. Bur. of Fish., 236, pi. xxv, 
fig. 48~48 e, pi. xxx, fig. 91.' — Waters, 191.3, Pror. Zool. Soc. London, p. 501-502. — 
Nord(;aard, 1917, Br>'. from the Arct. Keg., 56. — Waters, 1918, Journ. Linn. Soc. 
London, pp. 14-15, pi. 2, fig. 14-17, 22. 





Text-fig. 7. Schizopodrelia 
unicornis. (Johnston). 
a. Ventral view of zooccia 
x20. 

h. Zooecium with an ooc- 
cium X 20. 

no. 478) and off Akemae 
attached to stones and shells of Cirripcdia. 


Diagnose: Zoarium forming a greyish 
incrustation. Zooecia elongated squarish, 
bordered with a thick margin ; which 
have no apparent order of arrangement, 
disposed in linear series. Zooecial aperture 
subcircular, arched above, slightly con- 
tracted in the middle, with two cardelles 
on each, the lower border with a rather 
large rounded rimule, peristome somewhat 
thick and elevated. Avicularia wanting. 
Ooecia subgloboso, inflated above, punc- 
tured irregularly with large and small 
pores. 

Several small and large colonies were 
obtained off Yunoshima Station 6; (Sp. 
(Station 76; Sp. no. 482 a). They were 


Genus 11. SCHIZOPORELLA HiNCKS 1877. 


12. Schizoporella Crustacea (Smitt). 

(Plate I, fig. 6; Plate IV, fig. 5.) 


Myriozoum crustaceum Smitt, 1867, Oefv. K. Vetonsk. Akad. Forh., p. 18, pi. 
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XXV, figs. 88-91. — Ridley, 1881, A. M N. H., 5, vii, p. 148. — Hidlnkaf, 18'J8, Zool. 
Jahrb., vol. x, p. 622. 

Schizoporella Crustacea Ix>hknz, 1886, Bry. von Jan. Mayen, p. 87, pi. vn, fig. 2. 
— Wateks, 1900, Journ. Linn. Soc., xxviii, pp. 64-65, pi. 8, figs. 11-13. 

Diagnosis: Zoarium incrusting. Zooecia somewhat small, irregular 
in shape, very indistinctly bordered with marginal lines, disposed 
quinquncially. Zooecial aperture semicircular, with a small, somewhat 
deep rimule on the centre of the straight lower margin. The surface 
of gymnocyst perforated with small, variously sized pores in an irre- 
gular manner. Frontal avicularia frequently occur, oval, with a 
semicircular mandible, situated on either side of the zooecial aperture. 
Numerous colonies weie attached to stones. They were obtained 

A 

at Oma (Station 104 ; Sp. no. 2134) and arc light blue or brownish 
white in alcohol. 


Subfamily b. HIPPOPORAE Canu el liAsst.KK 1917. 

Genus 12. HIPPOPONELLA Canu et Bassler 1920. 

13. Hippoponelia hippopus (Smitt). 

(Plate IV. fiR. B; Toxt-lifi. 8 ) 

f^epralta hippopus SMrn\ 1867, Oef\. K. Velensk. Ak. F(>rh., p. 20, tab. xwi, 
figs. f)9-l05. 

Lcjrralia adpressa Busk, 1852, Cat. Mar. Poly. Brit. Mus., pt. ii, p 82, tab. cii, 
figs. 3, 4 .^ — Busk, 1856, Quart. J<iurn. Mir. Sr., \ol. i\, p. 178 — Hin( ks, 1861, A. 
M. N. H., ser. 3, vol. ix, p. 205. 

Ihppoponella hippopus Bassler rt ('anu, 1920, Bull. 106, Unit Slat. Nat. Mus., 
p. 379. 

Diagnosis : Zoarium incrusting. Zooecia somewhat oval, (|uincun- 
cial ; gymnocyst nodulous, with anH)lae along the outer margin, infre- 
quently a weakly raised umbo, just below the zooecial aperture ; 
zooecial aperture semicircular above, contracted on each side below 
the middle and margined with a weakly thickened surface. Avicularia 
ocatsionally occur on one side of the aperture with a triangular 
mandible. Ooecia immersed, small globose, with a longitudinal short 
rod-like opening in the middle of the lower margin. 

A somewhat large colony which may be referable to the above 
species exists in the collection. It was collected near off Itanozaki 
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(Station 31 ; Sp. no. 423) and was attached 
to the plate of a Cirriped. 

Genus 13. LEPRALIA JoHN.STO.N l»t7. 

11. Lepra’ia foiiacea (Kllis et Soianuer).. 
(Plate II. Kir. 1; Plate IV, fiR. 7.) 

Millvpora folmcva Klms aKc Sol,, 17H0, Nat. Hist. 
Zooph., 133. 

Est'hara foUaaui Lamk , 1H3(), An. s Vert, eil 2, 

II , p. 2f)(l.— Mil m.’Kuvv , 18U, Ann. d. Se. Nat., vi, 
p 36, pi. iii, fif?. 1 (V)iffH, 18U, Corn. Faun. pt. 

III, p. 131 — .JoiiNHio.v, 1847, Hilt Z., ed 2, p. .S.'iO, 
pi. i.x\ii — BrsK, 1852, Cal. Mar. Poly. Brit. Mus., 
ii p 89, pi rvi, figs. 4-7. — Hkllkk, 1867, Bryoz. d. 
adriat. Men, p. 38 — Manzoni, 1870, Brvw. foss 
Ital , eontr. iv, p. 18, pi. i, fig. 4 & pi. iv, fig. 21. 

lA'pralm fnhtuea Hinc’KS, 1880, Hist. Brit. Mar. 
Poly , pp 300 302, pi. xlvii, figs. 1-4. 

Diagnosis : Zoarium folia(*e<)Us, membrano-calcareous. Zooecia 
disposed in two layers placed back to back, or occasionally in one 
layer, ovate-elongate, or rhomboid, quincuncially arranged, separated 
by distinct lines, very moderately convo.v ; surface punctured and often 
nodulous, the punctures freiiuently surrounded by thick reticulated 
ridges sometimes areolated round the margin ; aperture arched above, 
weakly contracted a little below the middle, where there is a small 
cardelle on each side, the lower margin almost straight, or very 
slightly elevated in the centre. A prominent central avicularium just 
immediately below the lower apertural margin has a rounded mandible 
pointing downwards, sometimes replaced by a .spatulate avicularium. 
Ooecia lai'ge, often subimmersed, a little flattened in front, smooth 
and shining. 

wSeveral small colonies which may be identified with the above 
species e.xist in the collection. They were attached to seaweed and 
were obtained off Yunoshima (Station fi; Sp. no. 645) and off Futago- 
jima (Station 26; Sp. no, unknown). 


22 



TextTig. 8. Hippoponella 
hippnpus (Smiti ) 

a. Mandibk* of fionUil 
aMcultiiium x2()0. 

b. Opcnuliini x200. 
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15. Lepraiia peihisa (Esfer). 

(Plate 11, 2; Plate IV, 8; Text-fig. 9.) 

Cellepora perlusu Khper, 1791, Pflan/. (Vllep., p. 1 19, pi. \, fig 2 
Escharina pertuw Milnk-Edwahus, 1811, Lamk An s. ViTt., ed. 2, ii. p 2d2 
Cellepora perlacea W. Thompson, 1813, A M. N H., x p. 20 
Lepraiia pertusa Johnston, 1847, Brit. Z, ed. 2, p. 311, pi. Iiv. fig. 10. -Busk, 
1852, Cat. Mar. Polv. Brit. Mus , ii, p 80, pi Ixwiii. fig 3, i»l. Ixxix, figs 1, 2. — 
Hf.i.lkr, 1807, Bryo7. d Adr. Meer<‘s, p. 35. 

hUcharella pertusa Smitt, 1872, Klor. Biyo/., pt ii, p. .55 

Diagnosis : Zoarium incrusting. Zooecia larj^o, regularly ovate, 
di.stinct, separated by raised lines ; gymnoeyst covered with [mnetures ; 
/ooecial aperture suborbicular, contracted below with two lateral cardel- 
les, the lower margin slightly curved outwards; usually a tubercle below 
the aperture, which sometimes rises into 
a wtill developed mucro ; the peristome 
slightly thickened, unarmed. Fre(iuently 
frontal avicularia on one side, a little below 
the aperture, with triangular mandible 
directed obliquely upwards. Ooecia glo- 
bose, somewhat deprc.ssed in front, thickly 
covered with punctures of different sizes. 

There exist in the collection numerous 
colonies which may be identified with the 
above species. They were obtained from 
the following localities: Yunoshima (Sta- 
tion 1 ; Sp. no. 483, 6148) ; off Yunoshima 
(Station 6 ; Sp. no. 600, ()06, 618) ; off 
Hanaguri (Station 21 ; Sp. no. 611), off 
Itanozaki (Station 31 ; Sp. no. 123) ; off 
Namiuchi (Station bO ; Sp. no. 455). They 
are attached to a stone, a plate of (’irriped 
and bivalve shells. 

In the s])ecimens on hand, two frontal avicularia are usually found 
on both sides of the zooecial aperture, but inliequently there is only 
one, or rarely none. The specimen from station 50 (Sp. no. 455), is 
provided with a somewhat prominent median projection on the frontal 
surface, just below the lower margin of the zooecial aperture. 


a 

, 



T(»xt-hg. 9 LepjaJia pertusa 
( Espfk ). 

a Mandiblo of frontal a\i. 
culanutn x2<H) 
h Operculum X 29(). 
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16 . Lepralia reticulata, n. sp. 

(Plate V. fig. 4, 5.) 

Diagnosis : Zoaria encrusting, forming an irregular crest. Zooecia 
large, quadrangular or elongated quadrangular, punctured over the 
entire gymnocyst with rather large pores, with somewhat elevated 
thick margin, disposed in lines. Zooecial aperture somewhat large, 
broader than long, arched above, weakly contracted on each side 
below the middle, lower margin nearly straight, peristome slightly 
thickened and elevated, forming a narrow thick border round the 
aperture. A small bluntly pointed umbo presents below the lower 
mai'gin of the zooecial aperture. Marginal zooecia without the aperture, 
entirely perforated with large pores on the surface. Avicularia and 
ooecia wanting. 

Small and large colonies which may be referable to the above 
species exist in the collection. They were obtained off Namiuchi 
{Station 50; Sp. no. 455); at 6ma (Station 104; Sp. no. 2107, 2143) 
and w(Te attached to (*oral and shells. 

It is worthy to note that the marginal zooecia of the large zoarium 
show a different zooecial feature from that of the ordinal inner ones. 
Those are not provided with zooecial apertures (as in the kenozooecia 
of Adeonella), being entirely perforated with large pores, formed a 
complex network on the frontal surface. 

17. Lepralia bilabiata Hincks. 

(Piute II, fig. a; Text-fig. 10.) 

Leiyralia hilabiata HiNc KS, 1K81. A. M. N. H., vol. 18, p. 49, pi 3, figs. 1. la, ll». 
— Robf.rtson, 1908, Univ. Calif. Pub.. Zool. vol. 4, no. 5, pp. 298-31K), pi. 21, figs. 
61-61. 

Diagnosis: Zoarium incrusting. Zooecia short and brocid, alternate, 
rounded above, truncate below ; gymnocyst at the outer growing rim 
almost wholly membranous soon covered over somewhat more than 
half its surface by a delicate calcareous front wall, convex, slightly 
granular; in older zooecia, rising into a keel, extending from the 
lower rim of the operculum to the base of the zooecium, and forming 
a thick rim, above the large operculum ; frontal wall marked by 
radiating striae and sometimes rising into a distinct umbo. Operculum 
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'IVxt-fij?. 10. Lopralia hilabiata Hincks. 

a. Few zooona, one of them hears an ooerium x 20 

b. Zooerium with a spine on frontal wall X U). 

large, brown, occupying almost half the gymnotysl of the zooocium, 
semicircular above, curved on the lower margin. Ooecia immt'rst'd, 
formed by an extension of the zooecial wall above the operculum and 
marked by a large pore, covered with a chitinous membrane. No 
avicularia. 

Numerous colonies in the collection are reh'rabh^ to the above 
species. They were obtained from the following localities : Yunoshima 
(Station 1; Sp. no. 480); off Yunoshima (Station 6 ; Sp. no. 619); 
off Hanaguri (Station 21 ; Sp. no. 452), off Itanozaki (Station 30 ; 
Sp. no. 462) ; off Itanozaki (Station 31 ; Sp. no. 123, 439) ; off 
Yadonobe (Station 63; Sp. no. 657, 128. 2255); Asadokoro (Station 
72 ; Sp. no. 165) ; off Fukkoshi (SUition 79 ; Sj). no. 473). I hcy 
were attached to dead bivalve shells and shell plates of Cirripeds. 
Most of the specimens are provided wn’lh prominent spinous projections, 
conically pointed at the end, on the middle' of the gymnocyst, just 
below the lower margin of the zooecial aperture. 

Genus 14. HIPPODIOPLOSIA ('anu 1916. 

18. Hippodiplosia pallasiana (Moll). 

(Plate II, fig. 4; Piute V. fiK- L) 

Exvhara pnlla^tana Moll, 1803, Seerinde, p. fU, pi li*. fig. 13. 

CHleiMtra pallwtiana Lamocroux, 1816, Hist. Pol. roiall flex., p. Of), no. 190. 
Lepralia pnlUmnna Busk, 1854, Cat. Mai. Pol. Brit. Mus., ii, p. 81, pi. Kxxiii. 
figs. 1, 2. — Busk, 1859, Crag Pol., p. 54, pi. ix, fig. 7. — Bisk, 18G3, Quart, .iourn. 
Mic. Sc., iv, p. 309, pi. xi. figs. 1, 2. — Hincks, 1861, A. M. N. H , 3, ix, p. 204. 
— Smitt, 1868, Krit Fort. .Skand. Haf. Biy., iv, pp. 19, 123, pi. xxvi, fig. 93. — Hincks, 
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1890, Hist. Brit. Mar. Polv., pp, 297-299, pi. xxxiii. Iiks. 1-3; pi. xxiv, fig. 4. — 
Cornish, 1907, Mar. Kisfi Rop. Canada, no. 22, p. 77. - Oshurn, 1912, Bull. Bur. 
Fish., vol. xxx, p. 210, p). xxv, fig. 51, pi. xxx, fig. 89. 

Diagnosis : Zoarium incrusting. Zooecia large, broad-ovate, distinct, 
coarsely punctured along the entire outer margin of the gymnocyst, 
disposed in lines; zooecial aperture ample, longer than broad, arched 
above, contracted on each side below the middle, lower margin 
slightly curved outwards; the peristome unarmed, thickened ; commonly 
an umbo bt'low the lower margin of the zooecial aperture. Oot'cia 
unknown. 

I'hree small and large' colonies in the collection are referable to 
the above species. 'Fhey were obtained at the following localities : 
off Yunoshiina (Station 6; Sp. no. 606); off Yadonobe (Station 63; 
Sp. no. 136); off Tozawa (Station 66; Sp. no. HO). They were 
attached to stones and to plates of Cirripeds. 

In most specimens, the zooecia are provided with a median process 
on the gymnocyst, somewhat bc*low the lower margin of the zooecial 
aperture, but in most of th<'>e unfre(|uently it is entirely wanting. 


Subfamily c. MICROPORELLAE Canu el BAssr.KR 1917. 
Genus 15. MICROPORELLA HlNCK.s 1877. 

19. Mizroporelia crisis Pai.las. 

(Plate U, fig. 5, le\l-fig. 11.) 

Eschara uliata \ur B, Pali.as, 17()r), Ki.knc ii. /oopli., p. 38. 

Cellepnra cilliata Linn, 1766, Syst. Nat., ed. 12, p. 1286. 

Lvpralm cilliata JoHNsroN, 1817, But. Z., ed. 2, p 323, pi. Ivii. figs. 4, 5. — 
Busk, 18.54, Cat. Mai. Poly. But. Mus., ii, p 73, pi. Ix\i\, figs. 1, 2, pi. Ixxvii, figs. 
3, 4, 5.- 'Busk, 18.59, Crag Pol, p. 42, pi. \n. fig. 6 

Farina ctUata Smut, 1867, Oefv. K. Vetensk. Ak. Fdrh., pt. ii. p. 26, pi. vi. figs. 
126-129. 

Microporella ciliata Hincks, 1880, Hi^t Bril. Mar. Pol>., pp. 206-210, pi. xxviii, 
figs. 1 8. — Nordc.arh, 1918, Biy. from the Ant Keg., pp. 59-60. — Okada, 1923, 
Annot. Zool. Jap., vol. 10, Ait. 22, p 227. 

Eschara ciliata Pallas, 1766, Elenchiis Zoophy., p. 38. 

Mtcraparella vibraculifera IliNi'KS, 1883, A. M. N. H., 5, xi, p. 4-13, pi. xvii, fig. 2. 
Diagnosis: Zooecia ovate, (»l»scurely hexagonal, convex, separated 
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by well-marked sutures and somewhat distinctly punctate, or granular 
on the gymnocyst, quincuncial, or 
disposed in radiating lines ; zooecial 
aperture semicircular above, with a 
slight rim, the lower margin straight, 
the upper with from fivtJ to seven 
long spines ; median pore lunate, a 
little below the zooecial aperture, 
frequently horns on a promincmt 
mucro, or sometimes almost hidden 
behind it. Frontal avicularia on 
one side or the other, with an acute 
mandible, dii’ccted obliquely up- 
wards or lateral-wards, which is 
often prolonged into a sh'iider vibraculoid shape. Ooecia globose, 
areolatod round the base, minutely punctate or granular ; two spines 
visible in front of it. 

A few small colonies in the collection are referable to the above 
species. They were colh'cted at the following localities : Off Yunoshima 
(Station fi; Sp. no. 609); Oshima (Station 15; Sp. no. 479); off 
Mourakojima (Station 22; Sp. No. 119); off Itanozaki (Station 31; 
Sp. no. 6^12); off Jukunohe (Station 63; Sp. no. 603); Onia (Station 
101; Sp. no. 609, 2090) together with Microporella rnalusii (Aud). 
They were attached to a stem Hydrozoa, stones, a species of st'a-weed, 
Zostera, and to Area. 


11. MitroporcUa ciliata 

Pam .AS. 

a. Man(iii>]i' of fiontal av k ulai lum 
1). Opoiruliim X21)0. 


20. Mizroporeija maiusii (Audopin). 

(IVxt-lij;. 

Collcpom malusit Aupocin & Savkiny, IHIl, p. 2.'19, pi. 8, (ik 

Lvpralia malum Johnston, I8i7, Hnt Z, oH 2, p .'U 1, pi. 5o, 1.- - licsK, 

185t, Cat. Mar. Poly, Put. Mu*.., pt 2, p 83, pi. 103, 1-t. — Busk, 1859, Craj^ 

Pol., p. 5.3, pi. 8, fitr. 3. — Watkks, 1879. A. M. N. H., vol. 3, p. .3.3. 

Reptopouna malusii i)’ORBit.NY’, 1850-.52, Pul. iMan- 'IVri. Cn*t , \ol. 5, p *11.3. 

Miiroparclla malu:>it IIiNi Ks, 1880, Pist Bill M«i Poly., p. 211, pi. 28, 9- 

11. pi. 29, fiKs. 1, 2. — Busk, 1884., Chall m*p.. pi. 30, \ol. 10, p 137 — RoijivKTSOn, 
1908, Univ. Pub. Calif. Zool., \ol. 4, no. .5, pp, 282-28.3, pi. 18 fi^rs. .3.5-36. 

Fenestrulina mnlusu .luLLiEN, 1888, Miss. ScumU. Cap Horn , T 6, p. 38, pi. 1 j, 
figs. 1-3. 
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Diagnosis: Zoarium incrusting. Zooecia ovate or rhombic, alter- 
nate, radiating from a central part; gymnocyst calcareous, punctate, 
slightly convex ; immediately inside the margin a row of stellate pores ; 



Text-fig. 12. Microporella malusii (Audouin). 

a. Oocciiim seen from the surface Xl50. 

b. Mandible of avicularium X 1 .^0. 

c. Operculum Xl50. 

the center of the gymnocyst r)ceupied by a large lunate, toothed pore. 
Zooecial aperture straight below, semi-circular above, with four or 
five marginal spines, Ooecia globose, surrounded by an arcolated 
border. 

Of this species, there exist in the collection numerous colonies 
attached to seaweeds. They were obtained off Hanaguri (Station 21 ; 
Sp. no. 4^2). 


Family 7. SMITTINIDAE I .KVINSEN 1909. 

Genus 16. SMITTINA Norman 1909. 

21. Smittina Irispmosa (Johnston). 

(Toxt-fig. 13.) 

Discopora trispififtsa Johnston, 1838, Kd. Phil. Jouin., xiii, p. 322. 

Lepralia trispinosa JoHNSTON, 181-9, Brit. Z., cd. 2, p. 324, pi. Lvii, fig. 7, — Busk, 
1854, Cat. Mar. Poly. Brit. Mus., ii, p. 70, pi. lxxxv, figs. 1, 2, pi. xrviii, pi. cii, fig. 
2. — lliNCKs, 1877, A. M. N. H., p. 100, pi. xi, fig. 1. — Dakwson, 1859, Geol. Surv. 
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Canada, p. 256. — Packward, 1867, Pr<H\ Bost. Soc. Nat. Hist., vol. 1, p 67. 

Whitkaves, 1901, Geol. Surv. Canada, p. 106. 

Smittia trispinnsa Hincks, 1880 , Hist. Brit. 

Mar. Poly., pp. 35.3-856, pi. xLix, 1-8.-- 
OsBiiRN, 1912. Bull. Bur. Fish., xxx, p. 246, pi. 
xxvii, figs. 65, 65 a. — Nordgaard, 1900, Den. 

Nors. Nordh. Exp., xxvii, p. 13, pi. 1, fig. 9. — 

Nordgaard, 1918, Bry. from the Arct. Reg., pp. 

61-62. — Okada, 1923, Annot. Zool. Jap., vol. 10, 
art. 22, p. 228. 

Diagnosis: Zoarium encru.sling on 
stones, shells, etc. Zooet'ia somewhat 
ovate or elongate ovate, sometimes 
nearly rectangular, disposed in linear 
series or (luincuncially, separated by 
raised lines and punctured round the 
gymnocyst. Zooecial aperture suborbr 
cular; peristome somewhat raised, with 
a broad deep rimulc, a broad lyrula within the lower margin ; oral 
spines 2-^4. Avicularia somewhat large, situated a little below the 
zooecial aperture with an acute mandible directed ujiwards. Ooecia 
large, ample, globose, somewhat flattened in front, usually with two 
or three large pyriform punctures. 

A somewhat large colony which may be identified with the above 
species exists in the collection. It was obtained at ()ma (Station 10 1; 
Sp. no. 2143), attached to a stone. 



'IVxt'fig. 13. Smittina trvtpmosn 
(Johnston). x40. 


22. Smittina reticulata (MacGiluvray). 

(Text-fig 1 1.) 

Lepralta reticulata MacGill., 1842, A. M. N. H., ix, p. 467. — Johnston, 1847, 
Brit. Z., ed. 2, p. 317, pi. i.v, fig. 10. - Busk, 1854, Cat. Mar. Poly. Bnt. Mus., ii, p. 
66, pi. xr, fig. 1, pi. xcii, figs. 1, 2. 

Smittia reticulata Hincks, 1880, Hist. Brit. Mar. Poly., pp. 346-.348, pi. xlviii, 
figs. 1-5. — Norik.ard, 1918, Bry. from the Arct. TN p. 60. Norogard, 1900, 
Den. Nors. Nordh.-Exp., xxvii, p. 13. 

Diagnosis: Zoarium incrusting. Zooecia ovate elongate, in linear 
series, separated by raised lines, strongly areolated round the margin 
of the gymnocyst, smooth or slightly roughened. Zooecial aperture 
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Text fig. 14. Smittina 're‘ 
ticulala Ma((iILL. 

Two zooot’iu ono of thorn 
with an ooocium xh5. 


orbicular, with a thin raised cryptocyst and 
a deeply channelled riinule in the lower lip, 
lyrula rod-like, largest, and cardellcs small. 
Avicularia with an acute mandible pointed 
downwards, situated immediately below the 
sinus. Ooecia semicircular or globose, pro- 
minent, punctured, I he elevated peristome in 
front giving them a hooded appearance. 

A complete circular colony which may 
be identified with the above species exists in 
the collection. It was ol)(ained off Yuno- 
shima, attached to Ascidea {Chelyosoma 
sihoya Oka). 


Genus 17. MUCRONELLA Hincks 1880. 

23. Mucronella hozawai, n. sp. 

(Plate II, fi>^. Plate V, 2; Text-fiK. 15.) 

Diagnosis: Zoarium encrusting on seaweeds, forming a thin, 


nearly circular crest. Zooccia 


It 



Text-fi^?. 15. Mucronella hozawai n. sp. 
a. Few zooecia one of them with 
an ooecium X 20. 
h. Side view of zooecium X 10. 


elongated oval, distinctly separated, 
disposed in radiating rows or in 
linear series, pun(!tured sparsely on 
the gymnocyst except along the 
zooecial aperture. Zooecial aper- 
ture somewhat semi-circular, arched 
above, and the lower margin nearly 
straight, with a distinct broad ele- 
vated cryptocyst. Avicularia want- 
ing. Ooecia prominent, globular, 
unpunctured, with a small umbo on 
the centre and with the indistinct 
radiating lines on the outer margin. 
Two curved spines are projected 
backwards from both corners of 
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the lower marj^in, the ends often crossing in the middle. 

Several colonies of this new sp(3c*ies exist in the collection. They 
were obtained at Kawauchi (Station bt; Sp. no. f>H), off To/awa 
(Station 66 ; Sp. no. 635) and were attached to Zostera and other 
sea-weeds. 

21. Mucronella takatukii, n. sp. 

(Text'fiK. 

Diagnosis : Zoaria incrusting on sea- 

weeds or substratum. Zooecia tubular, ar- 
ranged in linear series, gymnocyst thin, 
delicate ; zooecial aperture circular with an 
elevated lower margin, and with two long 
spines on the upper margin. Oral avicu- 
larium small, with pointed and curved mandi- 
bh‘, is situated at tht^ centre of the lower 
elevated margin. Ooecia unknown. 

'Iwo colonies were obtained off Tozawa (Station 66 ; Sp. no. 622) 
and at 6ma (Station 101 Sp. no. 2171). 





Text'fi^. 16. Mucnmella 
takatsukn n. *s|). x tO. 


Family «. RKTEI’ORIDAE Smut lKfi7. 

Gonus IS, RETEPORA iMPKUATf) 15^)9. 

25. Retepora terebrala Bikhnek. 

(Plate III, n«. 1; Plate V. Ilf,'. .).) 

lietepimi lerehrala Bij<'II.nhi, 1921, Zool. .)alul>. Sjst , bcl. 48, iip. 191-19.'t, t.if. 
17, 1-i^, toxt-fif;. n. p. 

Diagnosis: Zoarium erect, forming a somewhat large convoluted 
mass, growing from an incrusting disk or with a short peduncle. 
Fenestrae oval or elliptical, about three to four times as long as wide. 
Zooecia somewhat large, arranged biserially in ..Iternatc arrangement; 
gymnocyst nearly smooth on the surface, sloping upward from the 
side to the median line, perforated by two or three, small, circular 
pores. Zooecial aperture nearly semicircular on the upper margin, 
with a somewhat deep rimule on the lower. Frontal avicularium 
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large, present on most zooccia, much elevated on centre of the gym- 
nocyst, with a triangular, obtuse mandible directed obliquely upward. 
Ooecia relatively small, subspherical, smooth-surfaced, with a small 
peak in the middle of lower margin. Dorsal surface nodulous, fre- 
quently perforated by a few small *pores, with somewhat irregularly 
developed vibices, on some of which there is an occurrence of a 
smaller avicularium than that of the ventral surface. 

Numerous large and small colonies and fragments of the above 
species were obtained from following localities: off Hamguri (Station 
12 ; Sp. no. 4)15) ; Kutagojima (Station 26 ; Sp. no. M7 ; 656) ; off 
the Biological Station (Station 28 ; Sp. no. 453) ; off Itanozaki (Station 
30; Sp. no. 447, 462 (a), 471 1935); off Itanozaki (Station 31; Sp. 
no. 441, 465), off Oshima (Station 39 ; Sp. no. 458) ; off Hanaguri 
(Station 469 ; Sp. no. 469) ; off Namiuchi (Station 51 ; Sp. no. 477), 
off Ozawa (Station 62 ; Sp. no. 432) ; off Jukunohe (Station 63 ; Sp. 
no. 428, 463), Asadokoro (Station 72 ; Sp. no. 467) ; off Shimizugawa 
(Station 73; Sp. no. 474, 1121); off Karibazawa (Station 74; Sp. 
no. 446, 413, 433) ; off Noheji (Station 75 ; Sp. no. 427) ; off Akemae 
(Station 76; Sp. no. 630, 637), off Fukkoshi (Station 79; Sp. no. 
601, 473 a); off Ushinosavva (Station 80; Sp. no. 633); Oma (Station 
lot; Sp. no. 2121); off Yunoshima (Sp. no. 2258), off Tsubakiyama 
(Sp. no. 1678), off Noheji (Sp. no. 1827). 

They were attached to a stone, worm-tube, Hydrozoa and bivalve 
shell etc. It is interesting to note that the Keteporan species of 
Mutsu Bay is represented only by the present species. 

Family 9. CELLEPORIDAE Busk 1852. 

Genus 19. CELLEPORA LiNNAEUS 1767. 

26. Cellepora incrassata Lamakck. 

(Plate III, 2; Plate V, fipf. 6; Text-fiK. 17.) 

Cellepora tncraasata Lamarck, 1856, Enry. meth., ed. 2, vol. 2, p. 256. — Smitt, 
1867, Oefv. K. Vetensk.-Ak. Fdrh., p. 33, figs. 212-216. — Smitt, 1868, Kritisk FOr. 
6fver Skand. Ilafs-Bry., pp. 198-200, taf. xxviii, figs. 211-215. — Hincks, 1877, A. M. 
N. H., vol. 19, p. 105. — Robertson, 1900, Proc. Wash. Acad. Calif. Pub., vol. 4, pp. 
312-313, pi. 24, fig. 187, 88. 

Diagnosis: Zoarium forming coarse, rounded nodules, incrusting 
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seaweed. Zooecia large, round, decumbent in young colonic's becoming 
erect in older portions of the colony 
and piled one on top of the other; 
gymnocyst soon becoming heavily 
calcified and punctured with large 
pores. Primary orifice, rounded on 
the upper peristome with a well 
pronounced rimule on the lower peri- 
stome ; secondary orifice orl)icular ; on 
each side an avicularium somewhat 
elevated, the two often inclined to- 
ward each other; mandible directed 
slightly away from the zooecial apei- 
ture ; avicularia frequently lacking 
exception zooecia that bear ooecia. 

Ooecia, relatively small, decumbent, 
rounded, smooth, broader than high, a triangular portion, in front of 
which it is thin, and perforated by numerous pores in radiating rows. 

Numerous colonies of the above species from the following locali- 
ties: Yunoshima (Station 1; Sp. no. 480), off Yunoshima (Station 6; 
Sp. no. 620) ; Oshima (Station 15 ; Sp. no. 456 1597) ; Futagojima 
(Station Sp. no. ? ); off Itanozaki (Station 30; Sp. no. 1935b), off 
Itanozaki (Station 31; Sp. no. 423); off Oshima (Station 39; Sp. 
no. 625) ; off Ishihama (Station 43 ; Sp. no. 468), off Namiuchi 
(Station 51 ; Sp. no. 614), off Akemae (Station 76 ; Sp. no. 182 (b), 
651) ; off Fukko.shi (Station 79 ; Sp. no. 473 b) ; off Yokohama 
(Station 81; Sp. no. 4!31); 6ma (Station 101; Sp. no. 2169). 

They form small cubical or irregular shaped masses and are 
attached to Hydrozoa, worm-tubes, stones, sea-weeds, dead bivalve 
shells and the thora.sic appendage of crabs. 

Genus 20. COSTAZZIA. Neviani 1895. 

27. Costazzia costazi ;iv. 

(Plate III. figs. 3-5.) 

Cellepora costazii Audouin, 1826, Explic. des planch, de M. Savigny. 

Cellepora costazii Hincks, 1880, Hist. Brit. Mar. Poly., p. 411, i>l. 55. fig. 11-14. 
— Rorkrtson, 1908, Univ. Calif. Pub. Zool., vol. iv. pp. 313-314, pi. 21, fig, 89. 



IVxt-fig. 17. Cellepora tncrassata 
Smitt. 

a. Oporruluni X 200. 

b. Mandible of oral avicularium 
X200. 

r. Mandible of frontal avicularium 
X400. 
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Diagnosis : Zoariiim incrusting or growing in balHike or discoidal 
masses. Zooecia decumbent, somewhat erect, disposed irregularly and 
crowded together one on top of another, gymnocyst perforated by 
large pores; zooecial aperture suhorbicular, with a rimule on the 
lower margin ; becoming deeply sunk secondarily by the growth of 
the peristome, bearing an erect process on each side of the aperture 
with a small avicularium on its summit. Intcr/ooecial avicularia scat- 
tered irregularly among the zooecia, with a spatulate, large mandible. 
Ooecia decumbent, rounded, smooth, much broader than high, with 
an area in front pierced by large pores. 

There exist numerous colonies which may be identified with the 
above species, in the collection. They were obtained from the follow- 
ing localities: Yunoshima (Station 2; Sp. no. 448); off Yunoshima 
(Station 6 ; Sp. no. unknown), off Hanaguri (Station 21 ; Sp. no. 
452), off Futagojima (Shition 26; Sp. no. 621, 654), off Futatsuya 
(Station 14; Sp. no. 616); off Wakinosawa (Station 61; Sp. no. 
429) ; off Kozawa (Station 62 ; Sp. no. 437) ; off 4\)zawa (Station 66 ; 
Sp. no. 622) ; off Shimizugawa (Station 73 ; Sp. no. 605 unknown), 
off Noheji (Station 75 ; Sp. no. 424) ; off Tomarikawa (Station 78 ; 
Sp. no. 470) ; off Ushinosawa (Station 80 ; Sp. no. 422) ; Takaisozaki 
(Station 102; Sp. no. 2029), 6ma (Station 104; Sp. no. 2116), 6ma 
Bay (station 105; Sp. no. 2186). 

They were attached to stones and sea- weed. It is interesting to 
note, that the zoarium of this collection exhibits a variable outer 
configuration, forming frequently a cubical mass, infrequently a discoidal 
convex thickened mass, and occasionally an irregular incrusting mass. 
Seen as to the outer configuration, they may be separated into distinct 
species, but from the zooecial features they are included under the 
same species. 


September 29, 1928. 
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PLATE J 

Fik- 1* Bui^ula ncnltnn Linnaiajs xL 
Fig. 2. Caberea hatai, n. sp. X 1. 

Fig. 3. Menipea ovrtdentalis var. catalinensis HoBERl.soN Xl. 
Fig. 4. Ilippothoa hyalina (L.innaeus) x 1. 

Fig. 5. Schtzomavclla paleata (Hviih) x 1. 

Fig. Schtzopnrella Crustacea Lorknz Xl. 

1M.ATE H 

Fig. 1. Lcpraiia fohacea (Ellis & Solandlu) x2. 

Fig. 2. Lcpraha pcrtusa (Esi'Er) x 1. 

Fig. 3. Lcpraha bilabiata Hincks x 1. 

Fig. 4. Htppodiplasia pallastana (Moll) xl. 

Fig. f). Mtcroparclla ciliatn Pallas xl. 

Fig Mucronclla hozawau n. sp. xl. 

PLATE III 

Fig. 1. Hetepora tcrebrata Buchner xl. 

Fig. 2. Celleptmi incrassata SMirr X 1. 

Fig. 3. Costazzia costazi (Audouin) xl. 

Fig. 4. Costazzia costazi (Audouin) xl. 

Fig. n. Costazzia costazi (Audouin) Xl. 

PI. ATE IV 

Fig 1. Kllisina crcnulata, ri. sp. X.'S. 

Fig. 2. Caberea hatai, n. s]). x 5. 

Fig. 3. Hippothaa hyalina (Linnaki IS) x5. 

Fig. 4. Schizoniavella paleata (Busk) x5. 

Fig. 5. Schtzaporclla Crustacea IxiKEN/ x5. 

Fig. 6. Hippopimclla hippopus (Smitt) x5. 

Fig. 7. Lcpraha fohacea (Ellis & SoLANDFR) 

Fig. 8. Lcpraha pcrtusa (Esfer) x5. 

Fig. 9. Lcpraha pcrtusa (Esper) x5. 

PLATE V 

Fig. 1. Hippodtplosia pallastana (Moll) 

Fig. 2. Mucronclla hozawau n. sp. x5. 

Fig. 3. Retepora tcrebrata Buchner x5. 

Fig. 4. Lstpndia reticulata , n. sp. x5. 

Fig. 5. Lapndia reHculata, n. sp. x5. 

Fig. 6. Otllepom incrassata Smitt x5. 
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Studies on the Hepaticae of Japan. I. 


By 

Yoshiwo Horikawa. 

(With Platrs Vf-fX and (i Texl FiKuros.) 


INTRODUCTION 

The Hepaticae of Japan are indeed of unusual interest, as already 
l)ointed out by some authors^. According to our present knowledge, 
they include a considerably large number of species for the limited 
area of the Islands, over 500 species and 90 genera having aln'ady 
been reported in literature. Moreover, among them are included both 
northern and southern elements. More striking even than this is the 
fact that the vast majority of them are <juite endemic* (about 65?/o of 
the total specie's). Some of the most remarkable, for example, are 
as follows : 

Funkularia japonica Sphimiani. 

Plagiochasma japonica Stephani. 

Marchantia cuneiloba Stephani. 

Pallavicinia longispina Spephani. 

Makinoa crispata (Steph.) Miyake. 

Cavicularia densa Stephani. 

Calobryum mnioides (Lindb.) Stephani. 

Schiffneria viridis Spephani. 

Bazzania Pompenna (Sande-Lac.) Mitten. 

Ptilidium Bisseti (Mitt.) Kvans. 

IHilidium sacculatum (Mitt.) Stephani. 

Dendroceros japonica Stephani. 

etc. 

These most characteristic features of Japanese Hepatic-Flora are 
most likely due to the extended latitude of the Islands, and conse(|uently 

^Miitkn, W., Jour. Linn. Soc. Loud. Hot, Vol. VIII, j». IPS (J865) Schikfner, 
V., Ocslerr. Hot. Zoitsfh., Hd. 49, p. *18.^ (1899); Evans, A. W., Pror. Wash. 
Acad. Sci., Vol. VIII, p 111 (1906). 
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to the varied edaphic and atmospheric conditions which are to be 
found there. 

Unfortunately, however, in Japan the Hepaticac have been so 
much neglected by collectors that our knowledge of their species and 
geographical distribution is still very incomplete. Up to the present, 
in this country, the localities in which the Hepaticae have been collected 
were limited to a few districts, such as Tokyo (by C. Tsuge, K. 
Miyake and T. Making), the northern districts (by Abbe U. Faiiuie), 
province Tosa (by T. Making, S. Okamura and T. Ygshinaga, 
formerly Ingue), province Rikuzen (by E. Iishiba) and province lyo 
(by K. Okudaika). But even these districts have not yet been 
completely explored. The following are instances of this situation. 
Lunularia emdata and Notothylas sp. are rather common in Tokyo, 
Sendai, and Hiroshima, and Pleurozia aremta occurs in Formosa ; and 
yet none of these noteworthy genera just mentioned have ever been 
reported from Japan till the present time. This circumstance shows 
how little we know about the Hepaticae of Japan, and indicates that 
much still remains to be learned. The total number of species will 
surely become greater and greater, as the flora is more thoroughly 
explored in the future. 

We owe our present knowledge of the Hepaticae of Japan mostly 
to Stephani. But it is to be regretted that his descriptions ai’e based 
only on dried specimens sent to him from time to time from Japan 
for determination. Accordingly most of his descriptions are not 
complete and none of these species are illustrated with figures, and 
there are also many species described without any definite locality, 
date, or collector’s name. 

As it is clear how much remains to be done to complete our 
knowledge concerning the Japanese Hepaticae, it is my desire to 
describe, figure, and discuss in the successive series of these reports 
as many species as jx)ssible which occur in the Japanese Empire 
(Kulile Is., Sakhalin, Hokkaido, Honshiu, Shikoku, Kiushiu, Riukiu Is., 
Formosa, Bonin Is., Korea and etc.). 

It is to be further noted that the late C. Tsuge made the first 
step in the study of Japanese Hepaticae, during his academic year, 
1886-1887. Immediately after completing the university course, he 
became Professor of the 1st Higher School, but unfortunately died 
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soon after. Thus his manuscript is left as such, and has remained 
for the most part unpublished. It is still preserved at the Botanical 
Institute of the Science College of the Tokyo Imperial University with 
the title of “ Hepaticae of Hakone, Idsu, Nikko, Tokyo and its vicinity 
(1887) I went to the Botanical Institute of the Tokyo Imperial 
University and stayed there for four weeks at the end of 1927, 
and due to the generosity of Prof. T. Nakai, I was able to copy 
Tsuge’s manuscript and examine the specimens of Hepaticae. 


This study was undertaken originally at the suggestion of Prof. 
T. Inui of the Hiroshima Normal College, during my stay at Hiro- 
shima in 1922, and has continued up to the present day. The author 
wishes here to acknowledge his obligation to Prof. M. Tahara and 
to Assistant Prof. A. Kimura of our University, for the valuable 
suggestions and criticism given in various ways, and also to Prof. B. 
Hayata, Prof. T. Nakai of the Tokyo Imperial University, Prof. T. 
Inui of the Hiroshima Normal College and Prof. S. Okamura of the 
Keio University for their kind advice and encouragement. Thanks 
arc also due to Lecturer T. Yoshinaga of the Kochi Higher School 
and to Government Official Y. Shimada of Shinchikushu-cho in 
Formosa, who kindly placed at my disposal many valuable specimens 
collected mostly by themselves. 
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Genus: REBOULJA Raddi (1818) emend. Nees (1846) 
RebouUa hemisphaerica (L.) Raddi 

(Text-Fig. 1.) 

RebouUa longipes Sande-Lac. in Miquee, Flora Japonica, p. 379 (1870). 

Rehttulia hemisphaerica (L.) Raddi; Tsugk, Bot. Magaz. Tokyo, Vol. I, p. 172 
(1887); Schiffner, in Engler u. Prantl, NatUrl. Pflanzenfam., Teil 1, Abt. 3, p. 31 
(1893); Stephani, Spec. Hepat., Vol. I. pp. 790-791(1898); Miiller, in Raben Horst’s 
Kryptogamen-Flora, Bd. 6, Abt. I, pp. 255-259 (1907), Okamura, in Making, Nipp. 
Shokub. Dzukwan, p. 1253 (1925); Macvicar, Student’s Handb. Brit. Hepat., pp. .35- 
37 (1926). 

Dioicous or monoicous. Mesophyte. Growing in small rosettes or 
slightly extended layers. Thallus 20-40 mm. long and 5-7 mm. broad, 
furcate, firm and leathery, green to light green, slightly shiny, often 
more or less pigmented with purple on lower surface and margin, 
the margin somewhat ascending and crenulated. Dorsal epidermis 
composed of 4-6-angled cells with large trigones, mostly 14.5- 
23.5/!/ wide (averaging about 15//) and 27.5-60// long (averaging 




Text-Fiff. 1. Reboulia hemisphaerica (L.) Raddi 

1. Anterior part of thallus, postical view, X8. 2. Epidermal pore of thallus, 
surface view, x233. 3. Cross'section of thallus, showing a simple pore, X233. 
4. Cross-section of ventral compact tissue, showing a oil-cell and simple pits, 
X300. 5. Ventral scale with two appendages, x3B. 6. -f- receptacle, in cross- 
section near base, x 75. 7. Compound pore in cross-section, from receptacle, 
x233. 8. Capsule after splitting, showing the state of being covered by a 

calyptra at the base, x233. 
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about 39/«). Pores (with their surrounding cells) simple, elevated, 
mostly 118-131 long and 65.5—106 wide, with 5-6 concentric rings, 
each ring usually being composed of 6-8 cells with thickened angles. 
Rhizoids numerous and colourless, 12.7-19// wide, either smooth or 
tuberculate. Air-chambers strongly developed, their boundaries indis- 
tinct, occupying about 1/3 of thickness in the middle and almost all 
of it in the marginal portion. Compact ventral tissue mostly 17-20 
cells thick in the median portion, the walls more or less thickened 
and showing distinct simple pits ; oil cells distinct, scattered, gradually 
passing into the lamina ending in a 1-celled margin. Ventral scales 
imbricate, in one row on each side of the midrib, deeply pigmented 
with purple, obliquely lunate, with 2-3 linear acute appendages, 7-9 
papillae at margin and many ofl-cells. 4- receptacle conical or hemi- 
spherical, green, divided to the middle into 3-5 obtuse lobes (mostly 
4) which at first bended downwards, later becoming horizontal or 
revqlute, each lobe with air-chambers and compound (barrel-shaped) 
pores. Involucres whitish, arising from the ventral margin of the 
receptacle-lobes, concboidal and 2-valved along the ventral longitudinal 
line, each enclosing a single sporogonium which later half exserts. 
Capsule subglobose, very shortly pedicellate, greenish-black, irregularly 
dehiscing at the apex, the lower portion being left behind as a hemis- 
pherical cup containing spores and elaters. Capsule-wall of a single 
layer of cells, without annular thickenings, containing numerous chloro- 
plasts. Peduncle of -4 receptacle 20-60 mm. long, with assimilation- 
tissue, light brown below, surrounded by numen)us, filamentous, 2-4 
cells-rowed hairs on both lower and upper ends, with one ventral- 
furrow, Perianth absent. Spores 64-78 // in diameter, brownish-yellow, 
rounded-tetrahedral, minutely verruculose, with a few large areolae 
and with broad (10/<) crenulate margin. Elaters brownish-yellow, 
bent, gradually attenuate, mostly 341-394// long and 8.5// wide in 
maximum diameter, wkh two or three spirals. receptacle sessile, 
arising from behind the apex of a thallus-lobe, oval to semicircular, 
surrounded with small paleae. Gemmae absent. 

jFV. March-May. 

Hab. On rocks and on soil among rocks in rather dry places. 

hoc. 

Honshiu : Matsushima, prov. Rikuzen (Y. Horikawa, no. 778, July 
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1927) ; Sendai, prov. Rikuzen (Y. Horikawa, no. 1255, June 1928) ; 
Nagaoka, prov. Echigo (M. JiiMi, no. 1218, June 1928) ; Nikko, prov. 
Shimozuke (C. Tsuge, May 1887) ; Tokyo (C. Tsuge, 1887) ; ibidem 
(K. Miyake, no. 114, 1897) ; Hakone, prov. Sagami (C Tsuge, Apr. 
1887) ; prov. Idsu (C. Tsuge, Apr. 1887) ; Ifiroshima, prov. Aki (Y. 
Horikawa, Apr. 1924) ; Insl. Miyajima, prov. Aki (Y. Horikawa. no. 
151, March 1924 & no. 644, Apr. 1927). 

Shikoku : Sakawa-machi, prov. Tosa ('l\ Yoshinaga, no. 1244, 
July 1928). 

Kiushiu: Nankwan, prov. Higo (Y. Horikawa, no. 37, March 
1923) ; Kawamura, prov. Higo (K. Maykbara, no. 22, March 1927) ; 
Aida, prov. Higo (K. Mayebara, no. 2 & no. 14, Feb. 1927) ; Konose, 
prov. Higo (K. Mayebara, no. 48, March 1927) ; Aoshima-mura, prov. 
Hiuga (Y. Horikawa, no. 360, Apr. 1927) ; Kagoshima, prov. Satsuma 
(Y. Horikawa, no. .536, Apr. 1927). 

Formosa : Urai, prov. Taihoku (J. Shiraga, July 1911) ; Kei- 
chikurin, prov. Shinchiku (Y. Shimada, no. 16, Feb. 1928) ; Kozansho, 
prov. Shinchiku (Y. Shimapa, no. 9, Dec. 1927) ; Komokwan, prov. 
Shinchiku (Y. Shimada, no. 3, Nov. 1927) ; Shinchikugai, prov. Shin- 
chiku (Y. Shimada, no. 21, March 1928). 

Distrih. Europe, Himalaya, Java, Caucasus, America, Africa, 
Australia and New Zealand. 

Remarks. The genus is monotypic but very polymorphic. 


Genus: MAKINOA Miyake (1899) 

Makinoa Miyake, Bot. Ma^az. Tokyo, Vol. XIII, p. 21 (1899) & Hodwi^ia, Bd. 
XXXVIII, p. 201 (1899) & in Matsumura et Miyoshi, Cryptog. Japon. Vol. I, no. 7, 
PI. XXXV. (1899); Stephani, Spec. Hepat., Vol. I, p. 361 (1900); Schiffner, Oesterr. 
Bot. Zeitsch. pp. 82-89 (1901). 

Thallus large, fleshy, undulate and crispate at margin, dichptomously 
branched with a broad midrib, passing gradually into unistratose 
margin, Rhizoids numerous from the ventral side of midrib. Under- 
leaves filamentous in several rows on each side of the midrib. Arche- 
gonia grouped 15-18 in a depression, covered by an undulate and 
iiliate involucre opening in front. Perianth absent. Calyptra free and 
large, bearing numerous unfertilized archegonia (thalamogenous) on 
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the surface throughout. Capsule long-pecliccllate, oblong-cylindrical, 
dehiscing almost to the base along one longitudinal line, the wall with 
two or three layers of cells, with distinct trigones ; the outermost layer 
thicker, with many scalariform thickenings on radial walls, the inner 
layer thinner and prosenchymatous. Elater-bearers persistent as erect 
tufts on the apex of the valve. Spores rather small, 1-celled. Elaters 
very long, stout, arranged parallel to the long axis of (apsule, spiral 
only in the middle portion, about one-third of Ihe entile length, 
coalescing along a longitudinal line, tapering gradually to slender 
extremities. plant separate ; antheridia not scattered but grouped 
20-30 in a crescent-shaped receptacle and arranged regularly in the 
hinder part of a depression, the oldest in hindpart, the youngest in 
forepart, spherical with a short pedicel, immersed singly in each large 
alveolus, covered with a dome-shaped layer, the wall-cells thick and 
cubic ; spermatozoids large. 

Makinoa crispata (Steph.) Miyake 
(PI. VI & VII.) 

cnsjHita Stkpiiani, Bull. Herb. Boissier, Vol. V, p. lO.'I (lS97'i. 

Makinoa crispata (Steph.) Miyake, lor. rit. (18f)9); Okamuka, in Makino, Nipp. 
Shokub. Dzukwun, p. 1259 0925); Hayata, Hot. Magaz. Tokyo, Vol. XLII, p. 18«S 
(1928). 

Dioicous. Mesophyte. Growing in extended layers, dark to brownish- 
yellow or pale green. Thallus 65-70 mm. long or more and 11-15 mm. 
broad, tender, furcate, margin undulate and usually greatly crispate, 
channelled above the dark-green midrib, in section 10-12 cells thick 
in the middle, the horizontal, longitudinal cell-walls thickened, outer 
cells smaller than the inner, broadly conceive above, convex below, 
gradually passing into the 1-celled layer of lamina. Rhi/oids numerous 
from the midrib, brown, 10.5-21 ft in diameter. Underleaves filamen- 
tous, of a single series of 3-5 cells in 2-4 rows on each side of the 
midrib, apex-cell club-shaped and somewhat brown in colour, and 
evanescent. Involucre reduced to a semi-cylindrical scak'-like flap on 
the posterior side of the cavity, dentated and undulated at the free 
margin, persistent for many years. Calyptra much-exserted, cylindrical, 
obliquely erect, 6-9 mm. long and 2 -2.15 mm. in diameter, 7-8 cells 
thick above, 9-10 cells thick below, brownish-yellow but pale green 
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when young, roughened with many longer unfertiliaed scattered 
archegonia, the mouth usually irregularly three-lobed, the lobes ciliate. 
Capsule oblong-cylindrical, blackish-brown, shiny, 3-4 mm. long and 
1.5 mm. in diameter, dehiscing to the base usually on one longitudinal 
line, sometimes dehiscing incompletely by 2 valves, the wall consisting 
of two or three layers; the outermost layer, one cell in thickness, 
with brownish-yellow scalariform thickenings in the radial walls, 42.5- 
53 /i in radial diameter and 30-42.5 /i in tangential diameter; the 
inner layer, one or two cells in thickness, strongly thickened at the 
comer, prosenchymatous mostly with pointed ends, 12.7-19 in radial 
diameter and 17-27.7 in tangential diameter, therefore the ratio in 
thickness of the inner* to the outermost layer averaging 1 : 3 in radial 
diameter, 10 : 17 in tangential diameter. Elater-bearers numerous, 
apical, attached to the apex of capsule. Pedicel 55-60 mm. long and 
1.08-1.17 mm. in diameter, hyaline but pale green when young. 
inflorescence solitary or geminate in a depression on the dorsal surface 
of thallus, covered by an involucre ; archegonia numerous, usually 15- 
18, mostly 866 long and 105 /i in diameter at largest portion. 
Spores nearly spherical, 25.5-28 /i in diameter, brownish-yellow, finely 
reticulate but somewhat irregularly. Elaters strict, very long, usually 
155-1384/^ in length (averaging 1040/^) and 12.7-15 in maximum 
diameter (mostly 14.8/^), spiral only in the middle part, about one- 
third of the entire length, coalescing along a longitudinal line; both 
end-portions without any spiral, longly attenuate to slender extremities ; 
rarely the elaters abnormally branched* or shortened. ^ inflorescence 
solitary or geminate on the dorsal surface of the thallus, somewhat 
crescent-shaped, scales low and insignificant ; antheridia aggregate, 
numerous, usually 20-30, nearly spherical, with a short pedicel, immersed 
singly in each alveolus. Spermatozoids 76-104 /-« long and 2/^ in 
diameter, with two long cilia at the anterior portion. 

Fr. April-May. Both 4- aiid ^ sexual organs are ripen in the 
same season. 

Hab. On wet soil and decaying logs, seldom on rocks or bark, 
in mountainous regions. ' 

. * So far as known, the branching elaters occur in Conocephalus, Targionia, Radukh, 

and Anthoceros, cf. Tjlden, J. E., Minnesota Hot Stud., Bull. No. 9, pp. 43-52 

(1894) & Muller, K., Rabenhorst’s Kryptogamen-Flora, p. 231 (1907). 
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Loc. 

Honshiu: Mt. Hakkoda, Shinyu 800 m., prov. Mutsu (Y. Horikawa, 
no. 1229, July 1928) ; Akita, prov. Ugo (U. Faurie, 1897) ; Hiraizumi, 
prov. Rikuchu (Y. Horikawa, no. 1185 & 1186, May 1928) ; Sendai, 
prov. Rikuzen (Y. Horikawa, no. 251, Jan. & no. 268, March 1927) ; 
Insl. Kinkwasan, prov. Rikuzen (Y. Horikawa, no. 798, Aug. 1927) ; 
Kamo, prov. Echigo (13. Hayata, 1893) ; Mt. Takao, prov. Musashi 
(K. Miyake, May 1899) ; Mt. Kiyozumi, prov. Awa (T. Makino, Apr. 
1898) ; Mt. Amagisan, prov. Idsu (B. Hayata, 1899) ; Hiroshima, prov. 
Aki (Y. Horikawa, Apr. 1924) ; Iwakuni, prov. Suwo (Y. Horikawa, 
no. 288, March 1927). 

Shikoku: Prov. Tosa (T. Yoshinaoa, Apr. 1899); Sakawa-machi, 
prov. Tosa (T. Yoshinaga, no. 1248 & 1249, July 1928). 

Kiushiu : Nankwan, prov. Higo (Y. Horikawa, no. 62, Apr. 
1923); Sakaki-mura, prov. Higo (Y. Horikawa. no. 31.5, Apr. 1927); 
Aida, prov. Higo (K. Mayebara, no. 12, Feb. 1927) ; Mt. Aoidake, 
prov. Hiuga (Y. Horikawa, no. 461, Apr. 1927) ; Yunoyama, prov. 
Hiuga (Y. Horikawa, no. 392, Apr. 1927) ; Kagoshima, prov. Satsuma 
(Y. Horikawa, no. 552, Apr. 1927). 

Distrib. This genus monotypic and endemic. 

Remarks. This species was originally described by Stephani (1897) 
as Pellia crispata basing upon a sterile specimen collected by Abbe 
Faurie at Akita, a north east district of Japan. Two years later 
Miyake (1899) established the genus Makinoa in honour of Dr. 
Makino. who collected a fertile specimen of this species from Mt. 
Kiyozumi in the province Awa. Since the time of this publication, 
.unusual attention has been paid to the peculiarities of this planf". 

The systematic position of the genus Makinoa is of unusual interest, 
because in both sexual and asexual generations this genus possesses 
the convergent but principal morphological characters, which are 
common in several other genera belonging to two families. Besides, 

•ScHiFFNER, V., Oesterr, Bot Zeitschr. JahrR. 1901, Nr. 3, p. 82 (1901); Evans, 
A. W., Proc. Wash. Acad. Sci., Vol. Vlll, p. U1 (1906) & Bull Torrey Bot. 
Club, Vol. 42, p. 276 (1915); Goebel, K., Organographie d. Pflanren, Erster 
Tail, p. 134 (1913); Hayata, B., loc. cit. (1928). 
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some of the important characteristics are quite peculiar to Makinoa, 
viz. : 
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1. Structure of thallus 

2. Crescent-shaped antheri- 
dial receptacle 

3. Filamentous underleaves 

4. Thalamogenous calyptra 


SymphyogynOy Morckia 

(l.cptotheroae) 

peculiar to Makinoa 
Morckia (Lcptothoceao). 
Aneuray Metzgeria 

( MetzKerioideac). 
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5. Oblong-cylindrical 
capsule 

6. Mode of capsule- 
dehiscence 

7. Structure of capsule-wall 

8. Apical elater-bearcrs 

9. Structure of spores 

10. Structure of claters 


Aneuray Ilyrmnophytfm 

( Motzj^erioideae). 

Pallavicinitty Morckia 
(Lt'ptotheccae). 

Pallaviniay Morckia 

(l^ptothi*coa<»). 

Symphyogyna (Leptotheceac). 

Aneuray Metzgeria 
( Motzgenoideno). 

Pallavicinia (I -Of»totheceae). 

peculiar to Makinoa. 


As seen above, it will be evident that Makinoa has an affinity on 
one hand to Leptotheceae and on the other hand to Metzgerioideae. 
ScniFFNEU* maintained the genus should be included in Leptotheceae 
and put it next to Symphyogyna. But Makinoa can he distinguished 
sharply from this genus by the following principal characters ; 


1. Antheridia 


Makinoa Symphyogyna 

grouped in a crescent- scattered on the dorsal 
shaped receptacle side of thallus. 


2 . 


Apical elater- 
bearers 


strongly developed 


indistinct or rudimental 


3. Structure of 
elaters 


peculiar-type 


common-type 


4. Capsule-wall 


2 or 3 cell-layer with 
annular thickenings 


1 cell-layer without annu- 
lar thickenings 


*ScHiFFNKR, V., Oesterr. Bot. Zeitsch., Nr. 3, p. 82 (1901). 
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Consequently, from the phylogenetical stand-point we are able to 
say that our Makinoa has a more or less close relationship both to 
Metzgerioideae and to Leptotheceae, but that its systematic position 
will be rather distant from all the other genera, belonging to Lepto- 
theceae and Metzgerioideae. 

Recently the observations on the age of some American Biyophytes 
have been reported by Frye*^. In the case of Makinoa the growth 
practically ceases in autumn, and when spring comes the plants begin 
to grow again. Between these two periods there is a distinct constric- 
tion, showing on the dorsal surface the traces of 4* t receptacles 
(PI. I, Fig. 1). This enables us to know the years of growth most 
easily. In this way the writer could trace at least 6 years of growth, 
the last 4 of which were still alive. The gametophyte is therefore 
an evergreen perennial. 

Genus: SCHIFFNERIA Stephani (1894) 

Schtffneria Stephani, Oestorr. Hot. Zeitsch., Bd. 44, p. 1 (1894). 


Schiifneria viridis Stephani 
(in. VIII.) 

Jungermannia hp.? Tsuge, Hepat. Hakonc, Idsu, Nikko, 'lokyo. Mss. pp. 5(1-68, 
PI. XXXV (1887). 

Schtffneria viridis Stephani, Spec. Hepat., Vol. Ill, p. 278, (1908); Hoi hel, 
Or>?anoKraphie d. Pflanzen, Tcil II, p. 503 (1915-1918). 

Dioicous. Mesophyte. Plants growing in dense patches, often 
attaining to 21 mm. in length and 3 mm. in breadth, pale green, the 
1-celled margin somewhat transparent. Stems creeping or procumbent, 
fleshy, arcuate, commonly simple or furcate, the branches arising from 
the ventral side of stem ; midrib broad, convex postically and slightly 
convex antically, usually 6 cells** thick in the middle, gradually pa.ssing 
into the 1-stratose margins, outer cells as large as the inner, averaging 
85 /i in diameter. Rhizoids pellucid, simple or rarely furcate, scattered 
to the underside of broad stem, generally attaining to 7 mm. in length 
and 9-25 ti in breadth. Leaves succubous and regulai'ly arranged, 

^'Frye, T. C., Bryologist, Vol. XXXI, pp. 25-29 (1928). 

Stephani described oriRinally, “Costa 8 cellulas crassa”. 
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semi-circular in form, slightly imbricate, ventral inner margin Innately 
cleft. Leaf-cells plane, 5-7-angled, averaging 84;« in diameter in the 
middle portion, walls thin throughout, trigones absent, the cells at 
margin with slightly thickened walls. inflorescence borne on a 
leading branch or on a lateral branch ; archegonia numerous. Involu- 
cral bracts about twice as large as the leaves, canaliculateconcave, 
narrowly oblong, 1/4-1/3 bilobed, with 1-3 teeth on each lobe, the 
lobes lanceolate,' acute or subobtuse ; bracteoles similar to the bracts. 
Perianth long exserted, oblong-ovate, 5 mm. long and 1.2 mm. wide, 
of one layer of cells near apex, 2-3 cell-layers at middle and base, 
mouth somewhat constricted, irregularly lobate (usually about in 8), 
each lobe ciliate; calyptra obovoid, thalamogenous. Capsule oblong- 
cylindrical, 0.8- 1.1 mm. long, 0.58-0.65 mm. broad, blackish and shiny. 
Splitting regularly into four equal valves. Wall of 2-3 layers of cells, 
inner layer with elongated cells having numerous semi-annular brownish- 
yellow thickenings, pedicel hyaline and slender, 19 mm. long. Spores 
11-16/^ in diameter, mostly 13 /i, spherical, brownish-yellow, regularly 
reticulate, the lamellae low, margin of spore appearing as if crenulate- 
dentate, the teeth being 17-21 in number. Elaters light-red, tapering 
at each end, with two spiral bands, 40-300/^ long and 11-16/^ broad. 
Androec’ium terminating a short postical branch, bracts in about 2 
pairs, suberect, inflated, shortly and unequally bifid with rounded 
divisions, closely imbricate; antheridia globose, shortly-pedicellate in 
each siiccate base of unequally bilobed bract. 

Fr, April-May. 

Hab. On bark, decaying logs and stumps in moist, sheltered 
places in mountainous regions. 

Loc. 

Honshiu : Mt. Amagi, prov. Idsu (C. Tsuge, Apr. 1886) : Aokiga- 
hara, the foot of Mt. Fuji, prov. Kai (B. Hayata. 1899) ; Mt. Misen, 
Insl. Miyajima, prov. Aki (Y. Horikawa, no. 209, May 1924). 

Shikoku: Chiyoga-tani, Onomi-mura, prov. Tosa (T. Yoshinaga, 
no. 1250, Apr. 1925) ; Mt. Yokogura, prov. Tosa (T. Yoshinaga, 
Aug. 1901) ; ibidem (Y. Horikawa, no. 176, March 1924). 

Kiushiu : Mt. Aoi-dake, prov. Hiuga (Y. Horikawa, no. 436, Apr. 
1927) ; Mt. Kirishima, prov. Osumi (Y. Horikawa, no. 489 & no. 
490, Apr. 1927). 
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Distrib. This species endemic. 

Remarks. The genus was established by Stephani in 1894. based 
on a single species, Schiffneria hyalina, which was collected by Dr. 
Warburg on Mt. Sibella of Isle Batjan. It was named in honour 
of Prof. ScHlFFNER. Fourteen years later, Stephani (1908) added a 
second new species, Schiffneria viridis, based on sterile material 
collected by Yoshinaga at Mt. Yokogura in the province of Tosa. 
Thus we have at present, two species of the genus. 

Seven years before the appearance of the genus Schiffneria by 
Stephani, the late Tsuge (1887) already described and figured this 
species as Jungermannia sp.? basing on fertile material collected by 
himself on Mt. Amagi in the province of Idsu. It is to be regretted 
that his manuscript is nut yet published. 

In its morphological features the genus Schiffneria is one of the 
most remarkable and imiiortant genera of the llepaticae. This genus 
represents the intermediate form just between the thallophytes and 
cormophytes, and for this reason, an unusual amount of attention of 
many other authors * has been attracted to the peculiarities of this 
plant. 

At first Stephani (1894) in his paper put this genus near to 
Hymenophytan, suggesting that it represents rather the transitional 
form between Jungermanniaceae anacrogynae and Jungermanniaceae 
acrogynae. But he afterwards (1908) removed it into the Trigonian- 
theae, as closely allied to the genus OdorUoschisma. So far as our 
present investigation goes, it is yet impossible to determine its syste- 
matic position positively. The genus appears in its morphological 
characteristics to have no intimate relationship to any of the other 
member of Trigoniantheae. 

*ScHiFFNER, V., Conspcct. Hepat. Art-hip. Iiid., p. 64- (1898); Goebel, K., Orjjano- 
graphie d. Pflanzen, 'reil 2 ^ p. 603 (1915-1918); Wkitstkin, R., Handb. d. syst. 
Bot., 2-Aufl. Bd. 1, p. 310 (1923); Hayata, B., Bot. Magnz. Tokyo, Vol. 42. p. 
181 (1828). 
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Genus: PLEUR023A Dumortikr (1835) 

Picurozia areuata Horikawa, sp, nov. 

(PI. IX & Toxt-Fig. 2.) 

Sterile. Xerophyte. Growing in scattered or loose depressed tufts. 
Plants usually 70-87 mm. long and 2.2-2.65 mm. wide, reddish-yellow 
to purple, very robust. Stems arising from the rhizomatous base, 
0.42-0.57 mm. in diameter, rather stout, flexuous, arcuate, reddish-black, 
greenish-yellow near the apex, denudate at the base, closely leaved 
elsewhere, suherect or decumbent, simple or sparingly branched ; in 
cross-section each cell thickened in its corner, 2 3 outmost cell-layers, 
cortex-cells brown, cells in the central portion much larger, colourless. 



Texl-Fig. 2. 

Growjng-habit of IHeurozia arcuata Horikawa, in natural size. 


Rhizoids absent. Leaves densely imbricate, concealing the stem, posti- 
cally second, incubous, complicate-bilohed. Antical lobe very large, 
2.2-3.3mm. long and 1. 7-2.2 mm. wide, patent, convex, broad-triangular, 
divided up to 7/45 in two triangular segments, acute or subacute, 
strongly incurved and somewhat connivent, the antical margin of lobe 
broadly rounded, widely crossing the stem, decurrent, usually with 
2-3 triangular spinous teeth above the base, the postical margin 
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slightly curved; both margins towards the apex, together with the 
segments, spinous-dentate. Postical lobe inflated saccate, 1.5-1 .65 mm. 
long and 0.99-1.55 mm. wide, attached to the antical lobe in the 
middle with a narrow portion, the lower part incumbent on the postical 
side of the stem which it crosses, erect-patent and nearly parallel to 
the stem, ovate, mirrowcd at the base, hooded at the apex, the antical 
side turning to the stem with a longitudinal deepening, which falls 
into the sack by valve apparatus. Underleaves absent. Cells of 
antical lobes very large, at middle averaging 38/^ long and 28// 
broad, oblong, nodulose and stellate, trigones very large and sometimes 
confluent, reddish-yellow to purple ; cells near the apex 25 // in diameter, 
rounded or rounded-oblong, slightly stellate, trigones very large ; cells 
at the base 46// long and 25// broad, linear-oblong, the trigones 
smaller and slender ; cells at the margin 24 // long and 20 // broad. 
Cuticle nearly smooth. Remaining parts not seen. 

Hab, On bark? in subalpine district. 

Loc, 

Formosa : Mt. Daibusan, prov. Takao (Y. Siiimada & S. Ohashi, 
no. 15-type, Jan. 1928). 

Distrib. This species endemic. 

Remarks, P, arcuata is the first spticitis of the genus Pleiirozia, 
consequently of the family Pleurozioideae to the flora of Japan. Up 
to the present day eleven species of Pleurozia have been described 
from all the world.* Among these, the present species is most closely 
related to the widely distributed P. purpurea (Lightf.) Ijndb. It 
agrees with P, purpurea in its general habit, in its strongly incurved 
antical lobes and in its postical inflated saccate lobes. It differs, 
however, from P, purpurea in the following points: 



M purpurea 

P. arcuata 

1. Number of triangular 
spines on the poetical 
margin of antical lobes. 

1-2 

2-3 

2. Size of cells in 
antical lobes. 



at apex 

18 p 

25 p 

at margin 

12x 14 p 

20 X 24 p 


^STKPHANf, F., Spec. Hepai. Vol. iV, p. 236 (1910) & Vol. VI. p. 517 (1924). 
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at middle 

15X20 p 

28 x 38 p 

at base 

18x39 (i 

25 x 46 (i 

trigones of 
cells at base 

very large 

smaller & slender 

3, Cuticle 

vemiculose 

smooth 


Genus: FRULLANIA Raddi (1820) 

Subgen. Thyopsiella Spruce (1884) 

Sect. Obtusifolioe 

The row of ocelli occurs in the antical lobe. Postical lobe cylind- 
rical-saccate, longer than broad. Perianth smooth. Antical lobe rounded 
at the apex. 


Key to the Japanese species 


2 


Underleaves rotundate, thrice as broad as the stem, 1/10-1/7 

bilobed F. Makinoam 

Underleaves narrowly oblong, less than twice as broad as the 

stem, more than 1/3 bilobed 2 

Antical lobes decurved, ocelli short, 2-5 cells long, lobule of 
stem separated from it by about half its own width ; 
lobule of branch lying obliquely, forming with the stem 

an angle of 45** F. densiloba 

Antical lobes not decurved, ocelli long, more than 9 cells 
long, lobule of stem separated from it by about equal 
its own width ; lobule of branch subparallel, forming 

with the stem an angle of less than 15“ 3 

Plant brownish-red, ocelli Il-IG cells long, underleaves usually 

1/2.6 bilobed F. tsukushiensis 

Plant yellowish-green, ocelli 9-11 cells long, underleaves usually 
1/1.7 bilobed F. aoshitnensis 


Frullania denmloba Stephani 
(T ext-Fig. 3.) 

Frullania denailoba Stkphani (published as a nomen nudum by Yoshinaga, in Bot. 
Magaz. Tokyo, Vol. XV, p. 92, 1901), Evans, Proc. Wash. Acad. Sci., Vol. VIII, p. 
157 (1803); Stephani, Spec. Hepat., Vol. IV. p. 549 (1911). 
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Text-Fig. 3. Frullnnia densiloba Stephani 

1, Part of plant with bases of 2 branches, postical view, x36. 2, Part of 
plant with perianth, postical view, X 23. 3, Part of t plant with androeciuin, 
postical view, X 36, 4, Cells from middle of antical lobe, x 233. 5, Cells from 
margin of antical lobe, X233. 6, Base of antical lobe, x233. 7, Stylus of 

stem-leaf, x233. 8, Apex of one division from a stem-uiiderleaf, x233. 9, 

Innermost bract of inflorescence, x38. 10, Innermost bracteole of 4- in- 

florescence, x38. 11, Cross-section of perianth in upper third, x23. 12, Spore, 
x300. 13, Postical lobe of bract of androecium with 3-celled tooth, x233. 

14, Innermost bracteole of androecium showing the state of being connated 
with the bract on one side at the base, xl44. 15, Gemma, x233. 
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Dioicous. Xerophyte. Plants small, usually 30 -35 mm. long, dark 
red to yellowish-brown, glossy, growing in depressed mats. Stems 
fragile and flexuous, prostrate, rather firmly adherent to the substratum, 
about 118 /i in diameter, reddish-brown, at first regularly pinnate with 
short, obliquely to widely spreading branches, some of the branches 
remaining short and simple, f)thers becoming themsdves pinnate in 
the same way as the stem. Rhizoids fasciculate, c^olourless, rather 
scarce. Stem-leaves contiguous to loosely imbricated, the lobes widely 
spreading, somewhat falcate, oblong-obovate, averaging 388 long and 
266/^ wide, slightly convex, rounded at the antical base and arching 
far across the stem, the apex rounded and decurved, margin entire. 
Lobule clavate, about 165/i long and 105/^ wdde, inflated throughout, 
subparallel with the stem and separated from it by about half its own 
width, mouth obliquely rounded. Stylus minute, filiform, or subulate, 
tipped with a hyaline papilla, mostly 4 or 5 cells long and 1 or 2 
cells wide at the base. Branch-leaves smaller than the stem-leaves, 
averaging 319 // long and 238 fi wide, relatively more closely imbricated, 
lobules similar to those of the stem but closed together and more 
oblique, lying with their rounded ends upon the axis and forming 
with it an angle of about 30*. Leaf-cells roundish, plane or nearly 
so, averaging about 10.5 /i at the margin of the lobe, 14.5/^ in the 
middle and 17 x 30 at the base, walls somewhat thickened, trigones 
small, the portion lining the cavity being usually pigmented. Cuticle 
smooth. Ocelli mostly in a single row of 2-6 cells, running obliquely 
from the stem between the axis of the lobe and the postical margin, 
averaging 23 x 28 in size, contents dark red, ocelli of leaves sub- 
tending branches often in 2 rows. Underleaves of the stem distant, 
narrowly oblong, averaging 250 long and 166 /i wide, neither cordate 
nor rounded at the base, bifid nearly one-half or less with a narrow 
acute sinus and broad, erect, rounded divisions, the margins always 
plane, entire. Underleaves of the branches contiguous to subimbricated, 
often partially covered over by the lobules, narrowly ovate or ligulate, 
185/^ long and 93/^ wide, with harrow and often acute divisions. 

inflorescence borne on a leading branch. Involucral bracts 2-4 
pairs, passing by insensible gradations into the leaves, complicate and 
unequally bifid. lx)bes of the innermost bracts ovate to oblong, 736.66 /i 
long and 394 /w wide, narrowed toward the apex but usually obtusely 
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pointed, margin irregularly sinuate. Ocelli not existing. Lobule of 
innermost bracts ovate-lanceolate, !>91 // long and 275.7 // wide, acute 
or subacute at the apex, margin irregularly sinuate, usually bearing 
a cluster of short and irregular cilia above the base. Innermost 
bracteole free, ovate, averaging 570 /i long and 420/^ wide, bifid to 
nearly the middle with a narrow sinus and acute divisions, margin 
distinctly short-ciliate. Perianth reddish-brown, 1.1 mm. long and 
0.75 mm. wide, about 2/3-exserted, obovate or pear-shaped in outline, 
trigonous, nearly smooth, gradually narrowed toward the base, rounded 
to truncate at the apex, beak short, cylindrical, entire or nearly so at 
the mouth, perianth compressed, but with a distinct, rounded posLical 
keel, narrow toward the apex, surface nearly smooth- ('apsule globose, 
pedicel very short. Spores averaging 38.2(S// in diameter, roundish or 
oblong, usually somewhat obtusely angular, pale brown, with several 
large tubercular warts. Klaters reddish-brown. Male plant separate ; 
Androecium on a short lateral branch, globose, averaging about W6/>< 
in diameter, bracts 3- 1 pairs, imbricate, ventricose, antical lobe broadly 
ovate-oval, rounded at the apex ; postical lobe rather smaller, ovate 
somewhat falcate, rounded-obtuse, with a usually 3-ceIled tooth near 
the apex, the tooth lipped with a hyaline papilla ; bracteole 2-3, 
lanceolate, 262/^ long and 92/^ wide, 1/5 bilobed, connate with the 
bract on one side at the base. Gemmae rare, on the margin and 
surface of the antical lobe, roundish, multi-cellular. 

Fr. April-May. 

Hab. On rocks or bark of trees in mountainous regions. 

Loc, 

Honshiu; Insl. Miyajiina, prov. Aki (Y. lloKiKAWA, no. 211, May 
1924 & no. 704, no. 710, Apr. 1927) ibidem (A. Noguchi, no. 102, 
Nov. 1927). 

Shikoku: Mt. Ishiduchi, prov. lyo (S. Okamuka, no. 119, Aug. 
19tW) ; Mt. Yokogura prov. Tosa (T. Yoshinacia, no. 23, Aug. 1901) ; 
Mt. Knnomine, prov. Tosa (T. Yoshinaga, no. 32-type, Nov. 1903) ; 
Sada-misaki, prov. Tosa (T. Yoshinaga, Aug. 1899). 

Kiushiu : Mt. Aoidake, prov. Hiuga (A. No(a chi, no, 77, Jan. 
1928) ; Mt. Kirishima, prov. Osumi (Y. Hokikawa, no. 527, Apr. 1927). 

Distrib, The species endemic. 
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Fnillania aoshimensia Horikawa, sp. nov. 

(Text-Fig. 4) 

Sterile. Xerophyte. Plants small usually 15 mm. long, green, 
glossy, growing in rather depressed mats. Stems fragile and prostrate, 
rather firmly adherent to the substratum, about 98.5 in diameter, 
green, at first regularly pinnate with short, obliquely to widely spread- 
ing branches, some of the branches remaining short and simple, others 
becoming themselves pinnate in the same way as the stem. Rhizoids 
fasciculate, colourless, rather numerous. Stem-leaves imbricate, the 
lobes widely spreading, somewhat falcate, oblong-obovate, averaging 
472 long and 426 wide, somewhat convex, rounded at the antical 
and arching rather far across the stem, the apex rounded and not 
decurved, margin entire. l.obule j(4avate, 160 /i long and 92 wide, 
inflated throughout, parallel or subparallel with the stem and separated 
from it by nearly equal or less (averaging 0.8) its own width, mouth 
obliquely rounded. Stylus, minute, filiform or subulate, tipped with a 
hyaline papilla, mostly 4-6 cells long and 1 or 2 cells wide at the 
base. Branch-leaves smaller than the stem-leaves, averaging 344 long 
and 263 ft broad, more closely imbricated, with a spine at the postkal 
margin of the branch-axil-leaves, usually three cells long and 2 cells 
wide at the base, lobules similar to those of the stem but more closed 
together snd more or less suhparallel, lying with their rounded ends 
upon the axis and forming with it an angle of about 22’. Leaf-cells 
containing numerous chloroplasts, plane or nearly so, averaging about 
10 ft at the margin of the lobe, IZft in the middle and 9x28/< at 
the base, walls more or less thickened and with distinct but small 
trigones and intermediate thickenings except toward the base. Ocelli 
mostly in a single row of 9-12 cells, running obliquely from the stem 
between the axis of the lobe and the postical margin, averaging 
22.5 X 30 /X in size, contents dark red. Cuticle smooth. Underleaves 
of the stem distant, narrowly oblong, averaging 243 ft long and 184 ft 
wide, neither cordate nor rounded at the base, 1/1.77 bilobed, the 
sinus subacute or obtuse, divisions erect, acute or subacute apex, the 
margins plane and entire. Underleaves of the branches contiguous to 
subimbricated, never covered over by the lobules, narrowly ovate or 
igulate, no ft long and 86 wide with narrow and acute divisions. 
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Text-Fig. 4. Frullanta aoshimensis Horikawa 

1, Part of plant with bases of 2 branches, postical view, x38. 2, Part of 
plant with 2 bases of branches, antical view, x38. 3, Cells from middle of 

antical lobe, including ocelli, x 233. 4, Cells from margin of antical lobe, X 23^3. 

5, Base of antical lobe, X233. 6, Stylus of stem-leaf, x2i33. 7, Apex of one 
division from a stem-underleaf, x233. 8, Branch-underleaf, x233. 9, Cross- 
section of stem, X2d3. 10, Spine of postical margin of antical lobe, x233. 

Hab. On bark of Ardisia Sieboldi Miq. (Moku*tachibana) at the 
seashore. 

Loc. 
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Kiushiu : 
Apr. 1927). 
Distrib. 


Insl. Aoshima, prov. Hiuga (Y. Horikawa, no. 357-type, 
The species endemic. 


FruUania tsukushienns Horikawa, sp. nov. 

(Text-FiK. 5.) 

Dioicous. Xerophyte. Plants small, usually 15 mm. long and 0.955 mm. 
wide, brownish-red, glossy, growing in depressed mats. Stems fragile 
and flexuous, prostrate, firmly adherent to the substratum, about 100 
in diameter, reddish-brown, densely branched, at first regularly pinnate 
with short, obliquely spreading branches, most of the branches re- 
maining short and simple, others becoming themselves pinnate in the 
same way as the stem. Rhizoids fasciculate, colourless, rather dense. 
Stem-leaves rather closely imbricated, the lobes widely spreading, 
somewhat falcate, ovate (obovate), averaging 512 fx long and 234 wide, 
somewhat convex or nearly plane, rounded at the antical base and 
slightly across the stem, the apex rounded and not decurved, margin 
entire, lobule clavate, about 170/^ long and 92/^ wide, inflated through- 
out, parallel with the stem and separated from it by about equal its own 
width, the mouth obliquely rounded. Stylus minute, filiform, tipped 
with a hyaline papilla, mostly 3 or 5 cells long and 1 or 2 cells 
wide at the base. Branch-leaves smaller than the stem-leaves, averag- 
ing 420 {i long and 282 // wide, more closely imbricated, lobules similar 
to those of the stem but closed together and more or less subparallel, 
lying with their rounded ends upon the axis and forming with it an 
angle of about 15"*. Leaf-cells plane or nearly so, averaging 9/^ at 
the margin of the lobe, 15.3/^ in the middle and 12x31/i at the 
base, walls more or less thickened and with distinct small trigones 
and intermediate thickenings except toward the base. Cuticle nearly 
smooth. Ocelli mostly in a single or two rows of 11 -IG cells, rarely 
in three rows, running obliquely from the stem between the axis of 
the lobe and the postical margin, averaging 17.6 fi in diameter, contents 
dark red. Underleaves of stem subdistant or loosely imbricated, nar- 
rowly oblong, averaging 292 long and 21.4 /i wide, neither cordate 
nor rounded at the base, 1/2.6 bilobed, the sinus acute, divisions erect, 
acute or subacute apex, the margins plane and nearly entire. Under- 



HEPATICAE OF JAPAN. I 


67 


leaves of the branches imbricated, narrowly ovate or ligulate, averaging 
232/^ long and 120 /i wide, with narrow and acute divisions. 



Text-Fig. 5. Frullania tsukushiensin Hokikawa 

1, Part of plant with bases of 3 branches, postiral view, x38. 2, Part of 
plant with bases of 3 branches, antical view, x23.. 3, Part of ^ plant w'lth 
anclroectum, postical view, X38. 4, Cells from middle of anti«.al lobe, including 
ocelli, X233. 5, Cells from margin of antical lobe, x233. 6, Base ot antical 
lobe, x233. 7, Stylus of stem-leaf, x233. 8, Apex of one division from a stem- 
underleaf, X233. 9, Branch-underleaf, X233. 10, Postical lobe of bract of 

androerium with 3-celled tooth, x233. 
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inflorescence not seen. Androecium on a short lateral branch, brownish* 
red, globose, averaging about 525/* in diameter, bracts 2-3 pairs, 
imbricate, ventricose, antical lobe broadly ovate-oval, rounded at the 
apex ; postical lobe rather smaller, ovate, apex obtuse with a mammi- 
form papilla, bearing a usually 3-4-celled tooth near the apex, the 
tooth tipped with a hyaline papilla ; bracteole 2, lanceolate, 275 /* long 
and 120 /i wide, 1/3 bilobed, connate with the bract on one side at 
the base. Antheridia globose, 145 /< in diameter. 

Hab. On bark in mountainous region. 

hoc. 

Kiushiu : Mt. Aoidake, prov. Hiuga (Y. Hobikawa, no. 452-type 
& no. 532-cotyc, Apr. 1927). 

Distrih. This species endemic. 


Frullania Makinoana Stephani 
(T oxt-Fig. 6.) 

Frullania Makinoana Stephani, Bull. Herb. Boissier, p. 89, (1897). 

Dioicous. Xerophyte. Plants small, usually 30 mm. long, brownish- 
red, glossy, growing in loosely depressed mats. Stems somewhat rigid 
and prostrate, closely attached to the substratum, about 130 /i in 
diameter, reddish-brown, usually bipinnate. Rhizoids fasciculate, colour- 
less, rather numerous. Stem-leaves imbricate, the lobes widely spreading, 
somewhat falcate, obovate, averaging 787 long and 736/^ wide, 
slightly convex, rounded at the antical base and arching far across 
the stem, the apex rounded and decurved, margin entire. Lobule 
clavate, 230 long and 133// wide, inflated throughout, subparallel 
with the stem and separated from it by about equal its own width, 
mouth obliquely rounded. Stylus filiform, mostly 4 cells long and of 
a single row of cells, tipped with a hyaline papilla and semicircular 
appendage. Branch-leaves smaller than the stem-leaves, averaging 
550// long and 433// wide, imbricated in the same degree as in the 
stem, lobules similar to those of the stem. lAeaf-cells plane or nearly 
so, averaging about 12 // at the margin of the lobe, 16 // in the middle 
and 16x32// at the base, walls more or less thickened and with 
distinct but small trigones and intermediate thickenings except toward 
the base. Ocelli mostly in 1 or 2 rows, sometimes 3 or 4 rows^ 
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Text'Fig. 6. Frullania Makinoana Stephan i 

1, Part of plant with bases of 2 branches, postical view, x23. 2, Part of 
plant with base of branch, antical view, x23. 3, Cells frum middle of antical 
lobe, including ocelli, X233. 4, Cells from margin of antical lobe, x233. 5, 
Base of antical lobe, X233. 6, Stylus of stem*leaf, x233. 7, Apex of one 

division from a stem-underleaf, x233. 8, Branch-underleaf, x233. 
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mostly 18-25 cells in length, running obliquely from the stem between 
the axis of the lobe and postical margin, averaging 22.5 ft in diameter 
in size, contents dark red. Cuticle smooth. Underleaves of the stem 
distant, large, about thrice as broad as the stem, rotundate, averaging 
420 long and 394 wide, shortly decurrent. 1/10 to 1/7 bilobed, the 
sinus subacute, lobes broad, erect and subobtuse, margin always plane 
and entire. Underleaves of the branches similar to those of the stem- 
leaves, but smaller than the stem-underleaves, 290/^ long, and 269 
wide. 

Hub. On rocks in mountainous regions. 

Loc. 

Honshiu : Insl. Kinkwasan, prov. Rikuzen (Y. Horikawa, no. 839, 
Aug. 1927) ; Awa, Naukai (T. Making, without definite place and 
date) 

Distrib. The species endemic. 
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EXPLANATrON OF PLATK VI. 

Makinoa crispata (Steph.) Miyake 

Habit of 4* plant bearing sporophytes, in natural size. 
t plant with antheridial inflorescence, in natural size. 

Cross-section of thallus, X8. 

Middle portion of thailus, in cross-section, x75. 

Underleaves, x 50. 

Longitudinal sagittal section of -f- inflorescence, x23. 

Longitudinal sagittal section of t inflorescence, X23. 

Involucre, surface view, X 16. 

Cross-section of calyptra, upper part, x50. 

Dehiscent capsule, showing valve being bended backwards and apical 
elaters stand up straightly, in natural size. 

Spermatozoids, x740. 


EXPLANATION OF PLATE VIL 
Makinoa crispata (Steph.) Miyake 


Capsule, X8. 

I.<ongitudinal section of mature capsule, showing apical elater-bearers, 

xl2. 

Elater-bearers, X 1 44. 

Cross-section of capsule-wall, X2.33. 

Longitudinal-section of the same, x233. 

Spore, surface view, x740. 

Normal elater, X300. 

20. 21 and 22. Abnormal elaters. x300. 

EXPIANATION OF PLATE VIII. 

Schtffnerta viridia Stkphani 

Habit of fertile plant, in natural size. 

1. Portion of plant bearing sporophyte, antical view, x8. 

Ditto, postical view, x8. 

Thallus with young shoot, postical view, x8. 

Cross-section of thallus, x38. 

Leaves, postical view, x38. 

Apex of leaf, x 144. 

Cross-section of perianth, near the middle part, xdh. 

A lobe of perianth, x50. 

Part of plant with antheridial spike, postical view, x5. 

Antheridial spike, antical view, x2J. 
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Fig. 13. 
Fig. 14. 
Fig. 15. 


Fig, 

1. 

Fig. 

2 . 

Fig. 

3. 

Fig. 

4. 

Fig. 

5. 

Fig. 

6 . 

Fig. 

7. 

Fig. 

‘ 8. 

Fig. 

9. 

Fig. 

10. 

Fig. 

11. 

Fig. 

12. 

Fig. 

13. 


Antheridium, in optical section, x60. 

Spore, outer face, xlOOO. 

Elater, Xl44. 

EXPLANATION OF PLATE IX. 

Pleufozia arcuata Horikawa 

Part of plant near apex, antical view, x8. 

Ditto, postical view, x8. 

Outlines of cross-section of two stem, x8. 

A portion of ditto, xl44. 

Antical lobe, dissected from the stem, X8. 

Posiical lobe, separated from the antical lobe, x23. 
Ditto, side view, X23. 

Cells from middle of antical lobe, x233. 

Apex of an antical lobe, x2d3. 

Uppermost marginal-spine of antical lobe, x233. 
lowermost maginal-spine of the same lobe, X233. 
Outer valve, xl44. 

Inner valve, X 144. 
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Notes on the Behavior of the Holothurian, 

Caudina dkilensis (J. Muller).*’ 


By 

Toshihiko Yamanouchi. 

(Zoological Laboratory, College o£ Science, Kyoto imperial University). 

Following my study of this holothuria during the summer of 1925, 
I carried out these observations and experiments during the whole 
summers of 1926 and 1927 at the Asamushi Marine Biological Station. 
The contents of this report are arranged as follows: — 


I. Activity 

1. Egestion of sand. 

2. Burrowing into the sand. 

3. Locomotion. 

II. Mechanical stimuli. 

1. liocal mechanical stimulation. 

a) The tentacles. 

b) The genital papilla. 

c) ITie bo<ly surface. 

2. Stimulation of the entire body 
surface. 

3. Muscle tonus and mechanical 
stimuli. 

4. Discussion. 

III. Geotropism. 

1. Negative geotropism of the 
tail. 

2. Discussion. 

IV. Chemical stimuli. 

1. Method. 

2. Reactions obtained. 


a) Osmotic .stimulus. 

b) Inorganic salts. 

c) Antagonism of ions. 

d) Acid and alkali, 
o') Alkaloid. 

f) Narcotics. 

g) Sugar. 

h) Dilution. 

i) Part of the body. 

j) Nerve ring. 

k) Body weight. 

3. Di.scussion. 

V. Heat. 

1. Local application of heat and 
cold. 

2. Alternating the temperature 
of the medium. 

VI. Photic stimuli. 

VII. Summaty. 

VIII. Literature cited. 


A contributmn from the Marine Biological Station, Asamushi, Aomori*Kcn. 
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I. ACTIVITY. 

1. EGESTION OF SAND. 

The whole body of Caudina, as previously reported (Yamanouchi 
1926 p. 86 Fig 1.), is buried in the sand except for the tip end of 
the tail, which is directed upward, just on the surface of the sea 
bottom. We can easily see in the sea water this end of the tail or 
cloaca, making pulsations for respiration. At intervals the expiration 
occurs with a very great amplitude, and the holothuria spouts, together 
with expiratory water, a stream of the egested sand to the height 
of a few centimetres. I made field observations to determine accurately 
the intervals of this spouting (Table 1). 


Table 1. 

Successive intervals of the e#?estions of sand in the natural habitat. 
Time in minutes and seconds. Mi-asured on Sept. 2. 1926. 
10-11,30 A. M. Temp. 23''C. 5 animals. 


imiiQiiH 



































Sept. 2. 3-6 P.M. Temp. 24.6’C. 6 animals. 


F 

G 

H 

K 

L 

M 

6,63 


3,37 

3,46 

2,19 

3,68- 

4,24 


•Ml ' 


4,33 

6,40 

6,20 

4,26 

8, 27 

2,51 


3,81 

4,66 


2,10 

4,40 


4,86 

9,06 

6,29 

5,16 

4,38 

3,46 

4,30 

4,1J 

3,64 

3,64 


6,31 




NOTES ON THE BEHAVIOR OF THE HOI.0THURIAN 


75 


AuRust 30. 1-2 P.M. Temp. 23.6'’C. 10 animals. 


1 

2 

3 

4 

6 

G 

7 

1,38 

1,46 

2,06 

2,30 

1 

2,42 

3,01 

3,06 1 


Table 1 indicates that the intervals vary greatly with different 
individuals, and even with a single individual. These variations, 
however, are within certain limits ; the most of the above 77 intervals 
obtained from 21 animals range between 2 and 5 minutes. The most 
frequent interval is 3.5 minutes (Table 2). 


Table 2. 


Interval in minutes 

Number of Cases 

1- 2 

2 

2 - 3 

12 

3- 4 

29 

4- 6 

20 

6- G 

6 

6- 7 

3 

7- 8 

0 

8- » 

2 

9-10 

1 

10-11 

2 

Total 

77 

Number of animals 

21 


The egestion of the sand is performed day and night. The time 
from the ingestion to the egestion was determined both dii-ectly by 
measurement and indirectly by calculation. 

Direct measurement A normal individual was placed in a large 
clean dish and after a time (one hour) the egested sand was gathered 
and weighed (I must thank my friend Dr. Tao for suggesting this 
method). The sum of the egested sand and the remaining contents 
of the intestine gives the total content of the sand. Dividing the 
latter by the egested sand, the time of the egestion of the total sand 
was directly determined. 

Indirect measurement In the previous paper (1. c. p. 91), it was 
noted that the animal egcstes 6.57 grams of sand (weighed in the 
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Table 3. 

Time in which the content of the alimentary canal is totally egested* 
Aug. 1-2. 1927. 24-25°C. 


Body weight 
without sand, 
in grams 

Sand in the 
alimentary canal, 
in grams 

Sand egested 
within one hour, 
in grams 

Hours total sand 
egested 

32.69 

19.86 

7.79 

2.66 

27.68 

21.69 

8.46 

2.49 

19.13 

11.92 

4.48 

2.66 

about 22 

16.86 

6.98 

2.82 

22.82 

1 

15.69 j 

4.06 

3.84 

Mean 

2.87 


dry state) per hour. 6.57 grams of dry sand weighed 8.04 grams in 
the wet state (containing 22.3 9^ water). The mean content of the 
sand measured in 170 animals was 15.16 grams; dividing 15.16 grams 
by 8.04 grams, we have the mean time of the egestion of the total 
sand content in the alimentary canal, 

(hours). 

Comparing the two results, 

directly measured 2.87 hours 

calculated 1.89 hours 

it must be pointed out that in the experimental condition the egestion 
of the sand proceeds more slowly than in the natural state. 

2. BURROWING INTO SAND. 

In any case when this animal is dragged out and placed on the 
sand in sea water, the anterior end of the trunk shows strong positive 
geotropism, and the animal returns gradually into the sand by a 
contracting wave of the body musculatures. The burrowing time was 
only recorded for the trunk, for the time of burial of the tail showed 
irregularity, and also the determinatbn of the end point was difficult. 
The measurement was made in sea water in the afternoons of five 
calm days. Four or six animals (according to size) were placed on 
sand in each rectangular case made of tin-plate. Three such cases 
were placed side by side in sea water. 
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Table 4. 

Mean time in minutes from the beginninf? of the positive geotropism 
to the complete burial of the trunk in sand. Temp. 23~27®C. 


Body weight 
without sand, 
in grams 

Number of 
animals 

Trunk 
length 
calculated*, 
in cms. 

Successive trials 

I 

11 

III 

IV 

V 

VI 

0- 2.6 

7 

2.8 

6.6 

7.3 

7.6 

8.6 

9.0 

0.9 

2.6- 6.0 

12 

3.6 

9.6 

11.4 

12.7 

18.2 

16.2 

17.0 

6.0-10.0 

12 

4.5 

9.1 

10.8 

14.1 

16.0 

18.8 

20.8 

10.0-20.0 

9 

5.1 

11.2 

13.7 

16.8 

16.6 

21.0 

22.0 

20.0-80.0 

8 

7.2 

12.4 

17.4 

21.8 

26.3 



80.0-40.0 

6 

8.1 

17.0 

21.0 

26.0 

33.0 



40.0-60.0 

4 

8.8 

17.3 

24.0 

31.6 

41.0 




* Calculated from the body weight by JLfr— (2.38+0.10)H'’^ (cited from 
Yamanouchi ito). 



Fig. 1. Drawn from the Table 4. 

The heavier or the older animals burrow more slowly than the 
lighter or younger ones, and by successive trials the burrowing time 
increases gradually. The time of the burrowing of the unit length 
of the trunk is not very different in any of the animals. By succes- 
sive trials the velocity decreases gradually. In the animals above 20 
grams this decrease is marked (Table 5). 

Special attention must be paid to the high activity of the animals 
of 10-20 grams (without sand) ; in these animals the burrowing velocity 
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Table 5, 

Time in minutes, in which one cm. of the trunk of the 
animal burroWs into sand. 


Body weight 
without sand, 

Trunk length 
calculated, 


- 

Burrowing time 
Trunk length 

— 


in grams 

in cms. 

I 

11 

III 

IV 

V 

VI 

0- 2.5 

2.8 

2. .3 

2.6 

2.7 

3.0 

,3.6 * 

3.5 

2.5- 6.0 

,3.6 

2.7 

.3.8 

,3.6 

.3.8 

4.3 

4.8 

6,0-10.0 

4.6 

2.0 

2.4 

.3.1 

.3.6 

4.1 

4.6 

1O.0-20.0 

6.1 

1.8 

2.2 

2.6 

2.7 

3.4 

.3.7 

20.0-.10.0 

7.2 

1.7 

2.4 

.3.0 

3.6 



30,0-40.0 

8.1 

2.1 

2.6 

.3.2 

4.1 



40.0-60.0 1 

8.8 

2.0 

2.7 

3.6 

4.7 



Moan 

2.09 

2.60 

.3.11 

3.6.3 

8.82 

4.16 


is the greatest in many castes of successive trials. The measurement 
of reaction time for chemical stimuli revealed the same tendency 
(Table 24). Statistical studies also revealed interesting peculiarities 
among these animals (Yamanouchi 1929). 

Burrowing into the sand is accomplished by the cooperative activity 
of both the musculatures and the tentacles, for the animals whose 
tentacles were cut off could no longer burrow into the sand, even 
though the anterior part of the trunk showed definite positive geotro- 
pism. Gerould (1896) describes that Caudina arenata can completely 
burrow into sand after the elapse of two or three hours; but his 
observation was probably made on very tired animals. 


3. LOCOMOTION. 

It never occurs that the animal comes out of the sand on its own 
accord, or crawls on the sand or other flat surfaces. I observed, 
however, a queer crawling movement in the evening of August 7th 
1926, when the animal was brought out of water and placed on a 
glass plate in the air. The mode of movement was similar to its 
burrowing movement into sand. The direction of the locomotion was 
postero-anterior. A brief sketch of the locomotion is given in the 
following text figure. The mean interval of the successive waves was 
33 seconds. The interesting point is that complete retraction of the 
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tentacles occurs at the end of the wave. This complete retraction 
seems to correspond to taking the sand into the mouth. The tentacles 
are the most important organ for movement in the sand, and swallowing 
the sand by the aid of tentacles would much facilitate its movement 
in addition to its food taking. 



Fi«. 2. Locomotion on a ^lass plate. Direction of the movement is in- 
dicated by the arrow. 


Locomotion of the holothuria is discussed in detail by Crozier 
(1915 b). No fundamental difference was observed in the case of 
Caudina from Crozier’s description. I observed in many cases when 
the animal was placed in water, that the peristaltic waves proceeded 
postero-anteriorly ; such waves were also newly generated from the 
spot strongly stimulated on the middle trunk, as by a strong mechanical 
stimulus or by an acid or salt solution. Occasionally the waves pro- 
ceeded in an antero-posterior direction from the stimulated spot. 
Posterior transmission of the stimulus is described by Crozier in 
Holothuria surinamensis and confirmed by his studies on the rhythmic 
pulsation of the cloaca of Stichapus moebiiy in whk h the impulse is 
transmitted alternately both posteriorly and anteriorly in a single 
pulsation (Crozier 1916 a, p. 325). 
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II. MECHANICAL STIMULI. 

The material was collected just before conducting the experiments 
and was placed on a cloth spread over the edge of a glass jar of 
about 2 litre content. Only the portion to be stimulated was exposed 
to the air, if necessary, by the adjustment of the cloth, and after the 
stimulation it was immediately lowered into the water. The tem- 
perature was between 22 to 26‘’C. 

1. LOCAI. MECHANICAL STIMULI. 

The local stimulus was applied to the animal by the use of a glass 
capillary. The reactions are summarised in Table 6. 

a) The tentacles stimulated by a gentle touch responded with a 
slight retraction of the touched tentacles. A stronger touch produced 
the retraction of all the tentacles; a more severe touch led to the 
retraction of the tentacles and the anterior part of the trunk. Even 
by severe or injurious treatment no remarkable change occurred in 
any part of the body except the anterior. 

Table 6. 

Uespon.se to morhanical stimulus on the various parts of the animal. 

Number of animals tested 17. 


Fart i 
stimulated 

Stimulus 

Tentacles 

Genital 

Papilla 

1 

1 Vunk, 

I anterior 

Trunk, 

middle 

Tail 

Light touch 

withdrawal 
of the sti- 
mulated 
tentacle 

withdrawal 
of the ten- 
tacles 

withdrawal 
of the ten- 
tacles and 
the anterior 
trunk 

local con- 
traction 

slight shor- 
tening. 

Gentle touch 

retraction 
of the ten- 
tacles and 
the anterior 
trunk 

same as 
left 

same as 
left 

same as 
above 

same as 
above 

Strong touch 

same as 
above, 
response 
much in- 
creased 

same as 
left 

same as 
left 

same as 
above^ res- 
ponse much 
increased 

shortening 
of the whole 
tail 
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b) The genital papilla is situated on the dorsal surface close to 
the oral brim. The mechanical stimulation of the genital papilla 
called forth, besides a slight shortening of itself, response in the 
tentacles and the anterior part of the trunk. Thc^ relation between 
the intensity of stimulus and the magnitude of reaction was the same 
as in the tentacles. 

c) The entire body surface was very receptive to m(‘chanical 
stimuli ; by a weak stimulation a ring like depression occurred in the 
part stimulated, the opposite part, however, was little affected. If 
the stimulus was sufficiently strong, besides th<i local constriction, a 
remarkable shortening of the longitudinal muscles took place locally. 
These local constrictions showed no sign of propagating others else- 
where in the body, provided that the stimulus applied was not too 
abnormally strong. In the anterior part of the trunk the retraction 
of the tentacles and the anterior trunk accompanied the local contrac- 
tion. A slight touch of the oral brim led to the withdrawal of the 
tentacles. The region of the body which was able to induce the 
response of the tentacles and the anterior trunk by a gentle mechanical 
stimulus was restricted to the region within one centimetre from the 
oral brim. 

d) The tail. Owing to the extreme contraction of the whole tail, 
the response of the circular muscles was difficult to observe, but the 
shortening of the longitudinal muscles was easily observed. The 
magnitude of the reaction was proportional to the intensity of the 
stimulus. To a strong mechanical stimulus, the entire tail and the 
posterior region of the trunk fell into the state of contraction, but 
nothing was remarked in the tentacles or anterior half of the trunk. 

On repeated weak stimulation a summation of the local contraction 
occurred in any part of the body stimulated. On the middle part of 
the body a deep furrow was formed at the spot stimulated, and on 
rapidly repeating the stimulation, this furrow spread to the opposite 
side of the body, and a ring-like depression, deepest at the stimulated 
spot, was formed. 

The amputation of the anterior or thc^ postericjr t'nd of the body 
called forth severe contraction of the injured portion. In both cases 
the contraction was restricted to the vicinity of the injured portion, 
the opposite half of the body remaining unchanged, provided that 
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any direct disturbance of the body was avoided by careful treatment. 

2. STIMULATION OF THE ENTIRE BODY SURFACE. 

To general mechanical stimuli, such as jarring the water, or drop- 
ping water on the surface of the aquarium water, or tapping the wall 
of the aquarium, the animal responded with the tentacles and the 
anterior trunk. A very weak stimulus caused the tentacles to stop 
the movement or to retract slightly. To a stronger one, both the 
tentacles and the anterior trunk reacted. The reactions to the distur- 
bance of the water were less severe than those to local mechanical 
stimulation. 


3. MUSCLE TONUS AND MECHANICAL STIMULI. 

When we dug up the sand and pulled the animal out of the sand 
by seizing the anterior portion of the trunk, the whole body of the 
animal was soft with an enormous length, showing no remarkable 
distinction between the tail and the trunk. But after a few seconds 


Table 7. 


Body length of the animal in a natural habitat and in contraction after 
it is dragged out of sand. Temperature 22.5''C. 


Body 



1 





Ratio 

Body length, natural. 



. . 1 




weight 
without 
sand, in 

£>oay lengin cumracieu, 





in cms. 



in cms. 


tail 

trunk 

total length, 
natural 



total 

length 






Same 

contracted 

grams 

trunk 

tail 

trunk 

tail 

total 

length 

natural 

con- 

tracted 

15.67 I 

8 

15 

2.3 

5.5 

3.8 

9.3 

1.9 

0.69 

2.5 

17.88 

12 

22 

84 

6.7 

4.2 

10.9 

1.8 

0.63 

8.1 

18.97 

10 

20 

.30 

7.7 

5.5 

13.2 

2.0 

0.71 

2.3 

25.96 

12 

21 

83 

7.8 

4.8 

12.6 


0.62 

2.6 

27.62 

12 

22 

34 

8.6 

4.9 

1.3.5 

1.8 

0.67 

2.5 

80.30 

10 

18 

28 

9.6 

5.2 

14.8 

1.8 

0.54 

1.9 

81.60 

10 

20 

30 

7,7 

6.0 

18.7 

2.0 

0.78 

2.2 

88.57 

18 

28 

36 

8.7 

5.4 

14.1 

1.8 

0.63 

2.6 

85.20 

11 

25 

86 

7.7 

4.0 

11.7 

2.3 

0.52 

8.1 

85.69 

11 

18 

29 

8.3 

4.9 

13.2 

1.6 

0.59 

2.2 

38.61 

10 

16 

26 

8.2 

6.0 

14.2 

1.6 

0.78 

1.8 

40.40 

11 

19 

80 

9.5 

6.2 

15.7 

1.7 

0.65 

1.9 

Mean 

1.8 

0.64 

2.4 
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all the musculatures gained definite tonus and the animal assumed a 
definite shape and hardness, the tail becoming distinct from the trunk. 
As a result of the sudden increase in muscular tonus, the body in- 
creased in width and decreased in length. The approximate length 
measured immediately after the animal was drawn out of the sand 
was designated as its natural length. This and the length in contrac- 
tion, and also the ratio of these lengths, are given in Table 7. 

The form of the body is determind by the tonic relations among 
circular and longitudinal muscles, the elastic fibres in the subepithelial 
connective tissue (Jordan 1914, Ukxkuix 1926) and the pressure of 
the body fluid. Table 7 indicates decidedly the increased tonus of 
the muscles because of the absence of the continued mechanical 
stimulation (Das Nichtberiihrtsein in the term of v. Buddenbrock 
1924, p. 98) of the entire surface by the sand. The continuous 
mechanical stimulus by sand seems to act on the animal in decreasing 
tonus. The following observation confirms this interpretation: when 
the animal was placed in water, irregular constriction due to the 
ununiform tonic contraction of the circular muscles appeared on the 
upper body surface, while on the contrary, the lower .surface which 
was in contact with any substratum showed much lc.ss constriction 
and seemed rather smooth; and on alternating the upper side with 
the lower, the same effect always was brought about. Such disap- 
perance of irregular constriction and the decrease in muscle tonus 
were also found on reexamination of the animals after they had 
burrowed into the sand. The tonus-decreasing action was independent 
of the size of the sand grains, such that the following results were 
found : — 


Aug. 26, 1927. 


4. 20 P. M. 



A 

B 

C 


in fine sand 

in coarse sand 

in gravel and 
small pebbles 

after 30 mins. 

the body was 
elongated and 
became smooth 

same as A 

same as A 

number of animal 

2 

2 

2 
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Auk. 23. 


after 30 mins, 
number of animals 


A 

in coarse sand 

same as A on 
Aug. 26 

2 (young) 


4. 15 P. M. 

B 

in coarse sand 
same as A 
2 fold) 


C 

in fine sand 
same as A 
2 


The hardness of the body was markedly increased by treatment 
such as rubbing the entire surface with a cloth or with the hand, or 
dropping the animal on the ground from a height of a few centimetres. 


4. DISCUSSION. 

For comparison of the responses of the various parts of the body, 
the magnitude of the reaction must be considered. The reaction time 
was so short that an accurate measurement was impossible even with 
a stop watch. The magnitude of the reaction was in the following 
order (in decreasing seri(i.s) : anterior part of the trunks tail ]> middle 
part of the trunk. In both ends of the body the contraction of the 
longitudinal muscles was greater than that of the circular muscles. 
The facility to give rise to a reaction of the tentacles and the anterior 
end on stimulating the various parts of the body was in the following 
order ; — oral brim}>gcnital papilla^tentacles^anterior part of the 
trunk. The reactions to mechanical stimulation were in general local, 
if the stimulus were not too strong. With a strong stimulus, the range 
and magnitude of the reaction far increased, yet remaining local. The 
reactions were in general to avoid and protect the body from the 
injurious stimuli. 

The order of responsiveness in Caudina is the same as in Holo- 
thuria (Ckozikh 1915 b, p. 255) and many other animals, except for 
the tentacles. Distant reaction is developed in the anterior end of 
the body, but it is of a far lower degree in comparison with that of 
Chromodoris (Cuozier and Arey 1919). 

In Caudina the ratio of the natural and the contracted body 
lengths is 2.4 in an average value (Table 7). Crozier (1915 b) ob- 
served the change of the body length of Holothuria under mechanical 
stimulus, as follows : 
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No. 

normal 

contracted 

normal 

contracted 

1 

16.6 

10.0 

1.6 

2 

10.0 

4.0 

2.6 

3 

16.6 

8.9 

1.8 

4 

19.1 

9.0 

2.6 

5 

18.0 

8.6 

2.1 

Mean 2. 1 


(*the last column was calculated by the author). 


According to Peause (’08) the length of Thyone is 20 cms. in a fully 
extended animal and 6-7 cms. in a contracted one. In this case, 
extended/contracted is 2.8-3.3. In these animals the degrees of con- 
tractility are not far different: the higher degree in Caudina and 
Thyone than in Ilolothuria seems to be due to their sand inhabitance. 

Jordan (1914 p. 123) attributes the hardening of the holothuria 
by a gross mechanical stimulus to the tonic contraction of the muscle- 
like fibres in the connective tissue, and later v. Uexkull (1926) has 
shown that this tonic contraction occurred with absemee of the sensory 
cells. The state of the hardening of the body under gross mechanical 
stimulation is distinguished from that of th(i tonic contraction of both 
the musculatures by the hardness of the body wall and not from the 
shape of the animal. If there were no other fibres besides the elastic 
fibres in the tegument of Caudina, the hardening of the body wall 
would probably be brought about by the tonic contraction of the fibres 
in question (Tao 1927 p. 2fi6). 

'Fhe entire surface of Caudina is very receptive to m(*chanical 
stimuli and the responses are (juite adaptable to its life in the sand. 
The relaxed state of the musculatures of the cm tin' body in the sand 
is the most favourable state for reaction to external stimuli (IIi:xkui,l 
1921, p. 54). 


III. GEOTROPISM. 

The posture of Caudina in the sand is descrihc'd in dc'tail in my 
previous paper. Let us repeat the description briefly, for convenience 
in further explanation. The extremely elongated body of the animal 
makes about 30'’ inclination to the surface of the sea bottom, while 
the tip end of the tail lies just on the bottom surface directed ordi- 



86 


T. YAMANOUCHI 


narily perpendicularly. The dorsoventrality is maintained as in the 
common holothuria, that is, we find the trivium on the lower side 
and the genital papilla on the upper surface (Yamanouchi 1926, Fig. 
1). The existence of the positive geotropism in the anterior trunk 
was proved in the previous paper. In this chapter the geotropism 
found in the posterior part of the body and the problem of the 
geotropism of this animal will be discussed. 

1. NEGATIVE GEOTROPISM OF THE TAIL. 

While this animal was placed in the sea water, the trunk bent in 
any direction, due to the differences of tonus among the five pairs 
of longitudinal muscles. The tail was found in many cases bending 
more or less upwards. In such a case, if we reverse the position 
along the main axis, the tail bent again upwards and remained un- 
changed, and the anterior end bent somewhat downwards, as indicat- 
ing the natural posture in the sand. To determine the localization 

Table 8. 

Time in which the lip end of the tail emerges on the bottom .surface 
after the animal is imbedded in sand. 


Mode of operation 

Number 

of 

animals 

Depth 
imbedded 
in cms. 

Time of reappcrance 
in minutes 

Mean 
in minutes 

Normal (unoperated) 

5 

7 

14, 

17, 

22, 

23, 

30 

21.2 

Without the nerve ring 

5 

7 

13 , 

18, 

20, 

28, 

36 

23.0 

Without the tip end of 
the tail 

6 

7 

18, 

20, 

80, 

31, 

37 

27.2 

Without half of the tail 

5 

7 

25, 

36, 

41, 

66, 

64 

44.0 

Without the whole of 
the tail 

6 

7 

82, 

107, 

166, 

160, 

161 

133.0 

Normal (unoperated) 

5 

14 

39, 

46, 

46, 

65, 

68 

62.4 

Without the ner\'e ring 

5 

14 

40, 

60, 

60, 

60, 

145 

69.0 

Without the tip end of 
the tail | 

5 

14 

76, 

80, 

110, 

130, 

160 

111.0 

Without the whole of 
trunk (only the tail) 

5 

3 

16, 

16, 

68, 

73, 

86 

40.2 


5 

5 

68, 

120, 

130, 

172, 

240 

143.6 
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of this negative geotropism the following experiments were undertaken. 

Normal (intact animals for control) and operated animals were 
embedded in the sand at depths of 3, 5, 7 and 14 cms., and the time 
(in minutes) of their emergence on the surface was measured. The 
part which first reappeared on the surface was always the tail region 
of the body. The isolated tail could reappear on the surface as well 
aa the operated animals. 

Table 8 indicates that (1) the negative geotropism of the tail 
is independent of the nerve ring, (2) the negative geotropism is 
localized in the tail region, (3) it is strongest in the tip end and 
decreases anteriorly along the tail, (4) the isolated tails behave just 
the same as the intact animals, (5) the time of emergence increases 
by increasing the depth imbedded, (6) this increase in time is more 
than the increase in depth and (7) this increase is especially marked 
in operated animals, most of all in the isolated tail. 

The reaction was accomplished mainly by the elongation of the 
tail, the trunk remained unchanged at the initial situation. The tail 
end reappeared on the surface ordinarily a few centimetres (1 — 3.5) 
forward from the point just above the initial situation or a few 
centimetres backward from the direction above mentioned (Fig. 3). 



Fig. 3. Negative geotropism of the tail, 
a: initial situation placed on the bottom, 
b: responded situation. 


The parts of the tail which first appeared on the surface were in 
most cases the end of the tail (the cloacal papilla or the cut^'end). 
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in fewer cases, another part of the tail ; the result of examination of 
17 isolated tails being: 

first appeared the tip end 10 cases 

„ the base 1 case 

and „ the part between both ends 6 cases. 

When any part except the tip end first reappeared the tail regained 
the ordinary posture by the normal postero-anteriorly directed rhythmic 
movements of both the longitudinal and the circular muscles (Fig. 4). 





Fij;. 4. Nt*mitivo gcotropism of the tail, 
a — c and a — d indicate'* the buccossive position of the tail. 


2 . DISCUSSION. 

The responses of Caudina to gravitation are of three kinds, the 
positive gi'otropism of the anttTior trunk, the righting reaction (Yama- 
Noucin 1926), and the negative geolropism of the tail. The negative 
geotropism of the tail is independent of the presence of the trunk. 
Although this animal has five pairs of statocysts filled with numerous 
granules close to the nerve ring (private communication of Mr. Kawa- 
moto), its true function is not known, owing to the difficulty of 
removing it. von Buddenbrock proved that the positive geotropism 
of Arenicola gnibei disappeared by operation on its statocysts; he 
also reported many cases of positive getropism in sand-dwelling animals, 
Arenicola grubei, A. mariana, Synapta^ Solen, Branchioma, Convoluta 
and Myxicola (Buddenbrock 1912, 1913) ; according to him all these 
animals possess statocysts. From his experiment on Arenicola it is 
clear that the statocyst is the receptor for gravitational force. But 
how can animals possessing only positive geotropism stay at a definite 
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depth ? In Caudina the natural posture is maintained by three (-om- 
ponents, and we certainly need not assume any unknown factor, such 
as Hemrnung des Einbohrreflexes (Buddenbrock 1913). The positive 
geotropism of Caudina may perhaps be due to the presence of 
statocysts as in many other sand dwelling animals. But in the tail 
region we cannot find any special receptor, so that the impulse from 
a statocyst is not a question in this case (the anatomy of Caudina 
arenata was investigated by Geroui.d 1896, C. chilensis by Kawamoto 
1927). The receptor of the righting reaction of an echinoderm is 
totally obscure as indicated by Wor.F (1925). 

According to Olmsted (1917), Synaptula shows definite orientation 
to gravity, and the same is true of Cucuniaria (Lokb 1918), but 
Thyone (Fearse 1908) and Holothuria (Crozier 1915 b) show no 
definite orientation to gravity. In the instance of Caudina, geotropism 
is the most important factor in the maintenance of its life, the positive 
geotropism being the essential factor for food-taking, and the negative 
geotropism for respiration. The last factor is especially important 
from an ecological viewpoint. As the dwelling place of Caudina is 
shallow sea bottom, the sand is frecjuently disturbed by storms, espe- 
cially at low tide. We find however, the tip end always normally 
pulsating on the surface of the sea bottom due to the negative 
geotropism of the tail. 

IV. CHEMICAL STIMULI. 

The reactions of invertebrate animals to chemical stimuli have 
been hitherto .studied by many authors, but little attention is paid to 
quantitave studies, except by a few authors. It is also a most im- 
portant problem in animal physiology to call attention to individual 
differences. In this investigation these points are specially considered 
in the measurement of the reaction time, and of th(' threshold value. 

1. METHOD. 

Animals to be studied were placed on a cloth in a glass jar as in 
the instance of mechanical stimulation. The part to be stimulated 
was exposed to the air and about half a c.cm. of the solution was 
carefully applied upon it by a glass pipette. After the stimulation 
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the whole body was immersed in sea water. The part once stimulated 
was avoided as principle in further stimulation, especially in the 
measurement of reaction time. In such a case as the determination 
of threshold values (tables 10, 12, 13 and 15), when the number of 
stimulations was increased, the same part was stimulated more than 
once. In the latter case the appearance of the body surface after 
the stimulation was noticed, and the stimulation was further accom- 
plished only when the part in question returned to the initial appear- 
ance after each stimulation. The intervals of the successive stimula- 
tions were about 3 minutes. Chemicals used were extra pure prepar- 
ations of Merck and Kahlbaum. Necessary caution was used for 
their purity. 

As distilled water brought about no reaction when locally applied, 
mo.st of the reagents were dissolved in it, except chloroform, ether, 
and menthol, which were saturated in sea water. Any required con- 
centration was prepared before the experiment by dilution of the stock 
solution with distilled water. The reaction times and the threshold 
values for chemical stimuli were measured. As to the threshold value 
in this investigation, it signifies the smallest limit of concentration 
which called forth any definite response, however small its magnitude 
in the animal. The temperature of sea water changed from 22 to 
2TC during the investigation. But the change of temperature in each 
experiment was neglegibly small. 

2. REACTIONS OBTAINED. 

The entire body surface of the animal was receptive to chemical 
stimuli. Reaction was in most cases local contraction of the part 
stimulated. The part stimulated with alcohol or other narcotics as- 
sumed a different appearance from the ordinary cases (part f in this 
chapter). With an increases in concentration, the reaction time 
decreased, while the magnitude became larger and the responses occur- 
,l:ed in a wider range. If the stimulus was too strong, the local 
constriction spread in an anterior or posterior direction as a peristaltic 
wave, ordinarily in the former direction. In the anterior part of the 
trunk the complete retraction took place on stimulation. Generally 
the reaction was the most obvious in the middle portion of the trunk. 
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SO in the following description it means that the middle part of the 
trunk was stimulated if not specially noted. 

a) Osmotic stimulus. Distilled water gave no reaction in any part 
of the body when locally applied; hypotonic sqa water solution was 
also non-effective, except in the case when it contained some stimulating 
ions. On the other hand, Caudina was neither very receptive for 
hypertonic sea water solution. The sea water concentrated to 2/3 of 
its original volume gave distinct local reaction. Glycerol above a 3 
molar solution had a stimulating action (Table 9). 


Table 9. 

Osmotic stimulation by the concontraU'd <«olution of glycerol. Temp. 23-24‘'(!. 


No. of animal 

Threshold value 

Reaction time in sec. 


in M.* 

7 M. 

10 M. 

S 




4 

4 

3.7 

3.6 

5 

6 

4.3 

4.2 

6 

4 

6.1 

6.3 

7 

4 

4. .3 

4.4 

8 

.8 

6.2 

4.8 

9 

3 

3.9 

3.9 

10 

4 

4.1 

3.9 


Mean 

4..^7 

4.29 


*M means a molar solution in this re|3ort. 


The stimulation by concentrated sea water at the concentration 
above mentioned is not merely osmotic but ionic. The last factor 
may be predominant, for the changes of ionic compositions by evapora- 
tion exert additional effect, as pointed out by Crozieu (1915 b, p. 285). 
The stimulation of concentrated glycerol solution is osmotic as indicated 
by the reaction times. 

b) Salts. The limiting concentration of four alkaline chlorides is 
given in Table 10. The wide differences of the threshold concentra- 
tions among the four salts are due to the nature of the cations. At 
the concentration of 1.0 m, NaCl and LiCl do not stimulate osmotically, 
but as ionic stimuli, for glycerol acts as an osmotic stimulus above a 
3 molar solution. The order of stimulating effects of Ammonium and 
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Table 10. 

Four Chlorides. Threshold value in M. 


Body weight 
without sand, 
in grams 

NH,CI 

. 1 

KCl 

NaCl 

LiCl 

88.10 

0.1 

0.1 

0..3 

— 

29.64 1 

0.1 1 

0.1 

0.6 

0.7 

48.62^ 

0.01 

O.OI 

0.4 

0.5 

82.68 i 

0.1 

0.1 

— 

— 

— 

0.1 

0.1 

— 

— 

— 



. 

1.0 

1.0 

— 

— 



0.7 

0.9 

36.94 

— 

— 

0.8 

1.0 

86.08 

— 1 

— 

1.0 

1.0 

Itange 

0 . 01 - 0.1 

O.Ol-O.l 

0 . 4-1.0 

0 . 6 - 1. 0 

Mean I 

0.1 

0.1 

0.77 

1 0.92 


*This animal is omiUed from the mean. 

Potassium Chlorides was determined by the measurement of reaction 
times (Table 11). 


Table IJ. 

NH^Cl and KCl. Number of animals tested 12. 



Concentration 

Reaction times in sec. 


Range | 

Mean 

KCl 

O.Sm 

1 . 6 - 2 . 7 

1.04 

N^^C 1 

0..Tm 

1 . 6 - 2 . 7 

1.97 


The dissociation degrees of these salts at 18"C are: 



KCl 

NH 4 CI 

NaCl 

LiCl 

0.1 M 

0.861(1) 

0.861(1) 



0.8 m 

0.810(1) 

0.801 (1) 

— 

— 

0.6 M 

— 


0.773(2) 

0.766(2) 

1.0 M 

— 

— 

0.746(3) 

0.736(3) 

(1^ Calculated 

1 from the 

equivalent 

conductivities in 

Landolt* Bernstein’s 


Tahellen. 

(2) Cited from I.^'wis’ System of physical Chemistry, Vol. I. 

(3) Calculated as fl), taking the viscosity of solution into consideration. 






NOTES ON THE BEHAVIOR OF THE HOLOTHURIAN 


93 


The difference between threshold values of KCl and NaCl cannot 
be explained by the difference of the dissociation degrees. This is 
due to the specific action of the cations. From Tables 10, 11 and 
above table, the order of stimulating power of the four salts is in 
decreasing series as follows : 

KCl, NHCl>NaCl>LiCI. 

Binary salts such as CaClo, MgCb and SrCb in concentration of 
0.35 m and MgSOi in 1.0 m solution were not stimulating. While 
BaCb was strongly stimulating ; the threshold concentration obtained 
from 8 animals was within 0.02 and 0.1 M. 

Anions. As the Potassium salts were a good stimulant, five salts of 
Potassium were tested (Table 12). The dissociation degrees of these 

Table 12. 

Potassium salts. Threshold value in M. 


Body weight I 
without sand 

K2SO4 

KBr 

KI 

KCl 1 

KNO, 

in prams | 






36.06 

0.1 (5) 

0.12(1) 

0.13(3) 

0.14(4) 

0.16(2) 

43.46 

O.I (1) 

0.16(3) 

— 

0.10(2) 

0.16(4) 

.34.02 

0.08(2) 

0. 1.3(4) 

— 

0.16(1) 

0.17(3) 

34.80 

0.08(2) 

0.12(1) 

— 

— 

— 

68.20 

0.07(1) 

0.11(.3) 

0.1.3(4) 

0.11(2) 

— 

29.04 

[ — 

0.11(4) 

0.11 (.3) 

0.11(2) 

0.16(1) 

.32.68 1 

1 0.08 (.3) 

— 

0.11(1) 

0.1U2) 


.32.87* 

! 

i 

— 

0.04(2) 

0.06(1) 

Mean 

0.086 

i 0.12 

0.12 

0.13 

0.1c 


*This animal is omitted from the mean. 

Number in parenthesis is the order of stimulation. 


salts at 18“C (calculated from the equivalent conductivities in Landolt- 
Bernstein’s Tabellen) and their reciprocals arc as follows : 



i K 0 SO 4 

KBr 

Kl 

KCl 

KNOj 

0.1 M 

0.715 

0.863 

0.869 

0.861 

0.828 

reciprocal X 0 . 11 2 

0.078* 

0.1.30 

0.129 

O.I 30 

0.1,36 


*llie reciprocal number is divided by two. 

Comparing the mean values given in Table 12 with the above table, 
it is evident that the amount of the active ions is the important factor 
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for stimulation. It seems that the stimulating power of KNO, and 
KsS 04 is less than that of the other three salts. The effect of anions 
was further compared in Sodium salts (Table 13). It is without 
doubt that the anions also play an important role in stimulation. 


Tablk 13. 

Sodium salts. Threshold value in M. Number of animals 
tested 7. Temp. 25-26'’C. 


Salts 

Range 

Mean 

Formate 

0.6 m no reaction 


Acetate 

the same 


Sulphate 

the same 


Citrate 

0.16-0.3 

0.22 

HPO 4 

0.16-0.26 

0,21 

Cl* 

0.4 -.1.0 

0.77 

quoted from Table 10. 

Table 14. 



Potassium Chloride. 


Body weight 
without sand, 

Threshold volue 
in M. 

Temperature 

X. 

in grams 

48.ft2 

0.01 

26 

32.87 

0.04 

26 

— 

0.06 

26 

— 

(►.1 

26 

36.01 

0.1 

22 

26.76 

0.1 


63.34 

0.1 


63.62 

0.1 

24 

— 

0.1 

23 

68.20 

0.11 



29.04 

0.11 

. — 

32.68 

0.11 

26 

36.06 

0.14 



37..38 

0.14 


43.46 

0.15 

, — 

34.62 

0.16 

— 

Mean 

0.10 
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In these and further experiments the animals tested were all adult 
individuals in their appearance and body weight. The differences in 
temperature were not very small, but this is not the chief cause of 
the individual differences as indicated by Table 14. If necessary 
caution is paid, and the investigator is well acquainted with the animal, 
the mean value is reliable as a basis for interpretation. The mean 
value shown in Table 14 is just same as that given in Table 10 . 
When the animals tested were small in number, it was of course 
necessary to be careful in averaging the experimental results. 

c) Ardagonism of ions. The phenomenon of antagonism of ions 
has been hitherto known in vast fields of biological phenomena, but 
studies on it in the physiology of the receptor organ are not abundant. 
In Caudina, calcium ions inhibited the stimulation of monovalent ions 
such as Na and NH 4 (Table 15), while in themselves unable to 
stimulate. In some individuals complete inhibition was not observed 
even by a high concentration of calcium ions (more than 5 in 100 
parts by volume). But even in such a case the magnitude of reaction 
was more reduced than in the case without calcium ions. In this 
instance, the antogonism was of course existing, and was simply in- 
complete. 


Table 15. 

Antagonism of ions. Minimum concentration (by volume) of Calcium 
Chloride that inhibits the stimulation of Natrium and 
Ammonium Chlorides. Temp. 25-26.5®C. 
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I'he relations of Ca and Mg to the monovalent ions in antagonistic 
action are as follows (+ or — means respectively the ‘presence or 
absence of the antagonistic action). 

NH^CI KCI NaCl LiCl 

CaClj *4" “t* 

MgCl. ----- 

d) Acid and Alkali. Acid and alkali were very effective stimulants 
even in very diluted solutions (Tables 16 and 17). Individual 
differences were remarkable in strong acids. The limiting concentra- 
tions are roughly inversely proportional to the dissociation degrees, 
but the weaker acids or alkali arc more effe(*tive than the stronger 
ones if the dissociation degrees are taken into consideration. 

Table 16. 

And. Thrc.shold value in normal. 


Arid 

Number of animals 

Range 

i Mean 

1 

Tri<’hloroacelie 

7 

0.0002-0.004 

0.001 

nydrochloric 


o.ooos-o.oons 

0.001 

Sulphuric 

0 1 

0.0004-0.002 

0.001 

Oxalic 

G 

0.004 -0.01 

0.00C5 

Formic 

7 j 

0.006 -0.01 

0.008 

Acetic 

10 

0.01 -0.06 

o.oa 

Hutylic 

9 

0.02 -0.05 

1 1 

0.04 

Pu ric 

2 

1 0.005 1 

0.005 


'Pable 17. 

Alkali. Threshold value in normal. 



Number of animals 

Range I 

Mean 

NaOH 

G 

0.002-0.008 

0.006 

NII^OH 

5 

0.003-0.01 

0.008 


To ascertain this point, solutions of acids and alkalies each containing 
an equal quantity of hydrogen ions were prepared, such that 
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pH 

Standard 

Indicator 

a.4 

1.0 nonnal acetk acid 

Thymol’blue 

3.9 

0.1 n 

Brom*phenol-bluo 

11.8 

1.0 n ammonia 

AlizarinKelb R 


(pH values are cited from Michabus 1922, p. 21). 


Table 18 . 

Acid and alkali. Number of animals tested 7. Temp. 26<-27^C. 


pH 

Acid or alkali 

Reaction time in sec. 

No-reaction 

cases 

Range 

Mean 


HCl 

4.0-6.3 

4.74 

1 2 

2.0 

HCOOH 

S.1-4.4 

.^.76 

1 


CHsCOOH 

2.7-4.4 

3.66 

1 


HCl 

2. 8-4.8 

3.63 

1 1 

2.4 

HCOOH 

1. 8-8.2 

2..'}8 

! 0 

i 

CHSCOOH 

1. 8-2.8 

2.00 

1 

1 1 Q 

NaOH 

3.0<8.8 

4.47 

1 

i 1 aO 

NH,OH 

1. 2-2.8 

1.66 

0 


In acids or alkalies, with equal pH value, the fact that the weaker 
ones are more effective than the stronger ones is decidedly shown in 
reaction times, number of no reaction cases, and in the magnitude of 
reaction. 


Table 19 . 

Alkaloid. 


Alkaloid 

Number of ! 
animals | 

Reaction 

Quinine Hydrochloride 

i 

0.001 -0.006 m reactive 

Strychnine Nitrate 

4 

• 

0.001 -0.01 M reactive 

Nicotine 

4 ; 

O.OOOl-O-OOl M reactive 

Atropine Sulphate 

16 

0,02 M non-reactive 

Caffeine 

16 1 

the ^anie 

Cocaine Hydrochloride 

15 1 

the same 

Pilocarpine Hydrochloride j 

16 1 

the same 

Morphine Sulphate | 

5 > 

the same 
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e) Alkaloid. Among eight alkaloids tested, quinine, strychnine and 
nicotine were able to call forth local contraction. Nicotine was the 
most effective among the three (Table 19). 

f) Narcotics. Alcohols, ether and chloroform were applied. Body 
surface stimulated by these narcotics exhibited small constriction and 
numerous fine crinkles different from the distinct local contraction 
brought about by salts or other stimulants. Under phenol and men- 
thol, the reactions were more distinct than with other reagents. In 
the aliphatic alcohols the stimulating efficiency is almost doubled with 
one increase in CH 2 . The order of stimulating power is as follows 
(in decreasing series) : — 

mcnthol]>phenol>butyl alc.>propyl alc.]> 
ethyl ale. ^methyl ale. 

Tabi.e 20. 

Narcotics. 



I Concentration > 

Number of ! 

1 

llUIl 


! in M. 1 

animals 

I Reactive 

1 

j not reactive 


10.0 

11 

7 

4 

Methyl alcohol 

7.6 

10 

1 ^ I 

1 C 

6.0 1 

14 : 

1 ^ ' 

1 13 

1 


10.0 ! 

12 

I 11 I 

1 

Ethyl alcohol 

7.5 1 

H) 1 

1 8 J 

2 

5.0 

1 

14 

0 

8 


6.0 j 

iV 1 

14 

2 

Propyl ah'ohol 

i 

2.6 ' 

>1 


2 

1.0 1 

10 

! 4 1 

6 

Butyl alcohol 

0.4 I 

' 

13 

6 

il J 

Phenol 

0.6 j 

2 

2 

1 

Menthol 

saturated 

4 

4 


Ether * 

saturated 1 

16 

It 

1 6 

Chloroform * 

saturated 1 

14 

12 

1 2 

1 

* Saturated 

in sea water. 





g) Sugar. Cane sugar in 1 molar solution and maltose in half 
molar solution were not effective. The same was true with saccharine 
in O.t molar solution. 

K) Effect of dilution. With dilution of the solution the magnitude 
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'I'abee 21. 

Kfferl of dilution. Tomp. 




Reaction time in sec. 

Number of 


Molar ddution 




Range 

Mean 

animals 


1 

1.3-1. 6 

1.43 


KCl 

2 

5 

1. 6-2.1 
l.O'S.O 

1.66 

2.63» 

10 


10 

2. 1-4.4 

3.25^* 



1 10 

1.6-1. 7 

1.6S 


HCl 

i 20 

1. 8-2.8 

1.98 

•7 

1 100 

2. 6-3. 6 

2.91 

i 


1 200 

3.2 4.6 

3.S8 



*With ono no reaction case. 
*^With two no reaction rases. 


diminished and the reaction time increased. The deviation in reaction 
time also increased with dilation in either case. 

i) Part of the body. In mechanical stimulation the anterior trunk 
was the most receptive part of the body ; it is also true in the case 
of chemical stimulation. From the tables 22 and 23, it is clear 


Table 22. 

Reaction tunc in seconds. Temp. 2.3-2 rC. 


Part of the trunk 

1 KCl 0.4 M 

1 HCl 0.026 N. 





stimulated 

Range 

Mean 

Range 

Mean 

Anterior 

1.8-2. 6 

2.10 1 

1.4-4. 4 

2.76 

1/3 from anterior 

1. 8-3.2 

2.40 j 

1.6-6. 8 

3.52* 

2/3 from anterior 

1.8-3, 2 

2.38 

1.4-4. 8 

3.30 

Posterior 

2. 0-3. 4 

2.60 

2. 4-4. 8 

3.62 

Number of apimals 

10 

10 


^The mean value l>ecame too hij^h as the result of tv^o « \traordinary reac- 
tion times, 5.4 and 5.8 seconds. 


that the reactiveness for chemical stimuli decreases in the following 
order : — 
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anterior part of trunk^middle part of trunk > posterior 
part of trunk. 

The tail region was in so severe contraction that an accurate ineasur- 
mcnt of reaction time could not be accomplished with ease. 

j) Nerve ring. The animal whose nerve ring was removed by 
the amputation of the anterior end of the trunk reacted almost the 
same as before the amputation. 


Table 23. 


Reaction time in seconds. 0.025 N H(*l. 

A. Before the amputation of the anterior part of the trunk. 

B. After its amputation. 


A. with nerve ring | B. without nerve rinj{ 


BtKiy w'eight 
without iiand, 
in grams 



Trunk 



Trunk 

' posterior 

3'emp, 

T. 

anterior 

middle 

posterior 

anterior 

middle 


1.9 

2.6 

2.1 

2.1 

2.9 

1 2.4 

26 

— 

3.0 

2.6 

,3.6 

.3.6 

3.1 

! 3.4 

»* 


8.0 

3.0 

3.7 

3.4 

3.6 

! .3.6 



2.7 

8.6 

3.1 

2.8 

.3.6 

3.0 

24 

.*34.22 1 

1 2.6 

.3.1 

2.8 

3.0 

3.3 

: 4.4 I 


54.0.T 

2.8 

2.6 

3.1 

3.8 

.3.0 

.3.3 ! 

♦» 

48.31 

2.2 

2.7 

2.9 

2.3 

.3.2 

! 3.6 


64., T2 

3.9 

3.1 

4.3 

.3.4 

3.4 

8.8 

i *« 

46.09 

2.9 

3. .3 

.3.2 

3.2 

2.9 

1 3.1 1 


49.07 

2.4 

.3.3 

3.6 

2.4 

3.1 

3.6 1 

♦♦ 

Mean 

2.74 j 

2. 98 

3.23 

2.99 

.3.20 

! 3.42 



The differences in reaction time before and after the amputation 
f re (from Table 23.) : — • 



anterior 

middle 

posterior 

before 

2.74 

2.98 

3.28 

after 

2.99 

3.20 

3.42 

differeiu'e 

0.25 

0.22 

0.19 seconds. 


The increase in reaction limes after the amputation may be due 
to the shock effect of the amputation, for the increase is largest at 
the anterior part. It should be noted that the order of responsiveness 
in three parts remained unchanged. 

k) Age, The responsiveness to chemical stimuli changes with the 
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body weight of the animal (Table 24), highest in the animals of 
10-20 grams, and was in the following order ; — 

10-20>0-10>20-30>30-50 grams. 

Taber 24. 

The relation of the body weight and the reaction time for the 
chemical stimulus. Temp. 24.5 -27®C. 


Body weight 
without sand i 
in grams i 

i 



Mean reaction 

time in see. 


Number of 
animal!) 

I 

1 

0.2m 

KCl 1 

1 0.4m 1 

HCl 

0.01 N 1 

0.02N 

C-10 

1 ~ ' 6 

2.40 

'• l.OS ' 

2.48 ! 

1.78 

10-20 

i 6 

2.80 

1.68 

2.40 ! 

1.86 

20 -.ao 

i ® 

2.32 

1.78 

2.70 i 

2.02 

30-60 

i « 

2.94^^ 

1 1.70 

3.14»* j 

1.98 


*With two non^reaction cases. 
^*With one non-reaction case. 


3. DISCUSSION. 

The process of stimulation by high osmotic pressure is different 
from the case of other stimulants, for the reaction time is much 
longer, roughly corre-sponding to that of diluted acid or alkali (com- 
pare Table 9 with Tables 18 and 21), and is little affected by 
dilution. Cavdina was not reactive to hypotonic solutions, including 
distilled water, and was reactive to hypertonic solutions which gave 
more than twice the depression of the freezing point of their environ- 
ment. According to Crozier (1915 b) Holothuria arc non-reactive 
both to hyper- and hypotonic solutions. Synaptula (Olmsted 1917), 
Ascidia (Hecht 1918 a) and Chiton (Arey and Crozier 1919) are 
reactive to both solutions. Crozier (191 5 b, p. 281) is of the opinion 
that as H. surinamensis lives in the shallow sea the insensitivity is 
adapted to its environment. It, is also true in the case of Caudina, 
as it lives in the shallow sea bottom. The reactions to substances 
giving a sweet sensation to the human taste are not the same among 
animals. In the next table the numbers repre^nt the concentration 
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of the solution in mols, and + or — means respectively reactive and 
non-reactive c^ses, 



1 Cane su|jrar 

j 1 

Maltose 

Lactose 

Solvent i Author 

Holothuria 

i 2- 

0.1+ 


1 rain water ; Crozier '15 b 

Synaptula 

i 0.6+ i 



sea water ] Olmsted '17 

Caudttm 

1- ; 

0.5- 


dist. water 1 

Chiton 

i 0.3S+ 1 

1 

d 

; 0.6-f 

sea water 'Arey & Croz. '19 

Chrotnodoris 

1 1- 

1- 

1 1 

satur. — 1 

dist. water Croz. & Arey '19 

Ascidia 

! 1- 



dist. water , Hkcht '18 a 


In Synaptula. the stimulation seems to be osmotic, for glycerin gives 
the same effect (Olmsfico 1917). According to Crozier, Holothuria 
also give response to O.l M glycerin, and Olmsted found that Synaptula 
is reactive to 0.005 M saccharine whereas it gives no reaction to sugar 
and glycerin, Caudina was non-reactive to these substances. On 
the whole, it is in rather rare cases that aquatic animals are found 
reactive to substances which taste sweet to human beings. 

The stimulation by neutral salts is chiefly dependent upon cations. 
The order of stimulating power of the chlorides to the chemo-receptors 
of many animals is given in the following table. The cations are 



Method 

Concentra- 
tion in M 

Order 

1 

Author 

Holothuria 

magnitude, 
react, time 

1 0.1 

i K>Na>Li>NH4 

Crozier '15 h 

1 

Synaptula 

limit, cone. 


K>NH4>Li 

' Olmsted '17 

Caudina 

limit, cone, 
react, time 


K, NH,>Na>U 


Ascidia 

limit, cone. 


K>NH4>Na 

. Hecht '18 a 

Chiton 

magnitude 

0.625 

K>NH 4 >Li>Na 

Arey & Crozier '19 

Chromodoris 



K>NH 4 . Li>Na 

1 Crozier & Arey '19 

Allolobophora 

react, time 

0,l-^.002 

Na>NH 4 >Li>K 

Parr.& Metcai.f'06 

Helodrilus 


; 0.02 

K>NH 4 >Na>Li 

♦» 

Rana 


1 0.5-S.0 

NH 4 >K>Na>Li 

Cole '10 


»» 

0. 1-2.0 

K>Na 

Crozier '16 a 

»» 

»» ' 

1.0 

K>Na, Li i 

Grutznkr '94 

Homo 

intensity, 
react, time 

1.0 

K>Na>Li ! 

' ! 

- 
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arranged in the decreasing order of stimulating power. In the last 
two experiments of Grutzner stimulation was made by the direct 
application of chemicals to the nerve fibres. NH 4 and K are as a 
whole more effective than Na and Li. It is explained in part by 
the differences of the dissociation degrees. But the phenomena found 
in Hobthuria, Chromodoris and Allolobophora are quite difficult to 
account for by this explanation. Whereas KCl and NIIiCI have 
almost equal dissociation degrees, K is in most cases more stimulating 
than NH 4 ; and Li in some cases surpasses Na ; in Caudina, Helodrilus 
and Rana the orders are nearly coincident with the dissociation degrees ; 
even in these animals K or NH^ is more active than Na, as the 
difference in dissociation degree requires. These points indicate the 
existence of the specific actions of the cations in the stimulation phe- 
nomena of the chemoreceptor. 

The stimulation of inorganic salts depends chiefly upon the nature 
of cations, but the anions play some part, especially in Na salts (Table 
13). More precise study on the effect of the anions will be shortly 
reconsidered. 

Among bivalent cations Ba was the only stimulant, while Ca, Mg 
and Sr were unable to stimulate. This and the stimulating action of 
HP 04 and citrate ions (Table 13) are closely related with the 
observation of Loeb (1902) on frog muscle. The exception is the 
non-stimulation of formate in Caudina. In Allolobophora, Irwin 
states that tartrate and formate of K are more stimulating than the 
amount of the K ions. These facts indicate the fundamental similarity 
of the stimulation phenomena in the different animals. 

In AlloUdtophora (Parker & Metcalf '06) Ca has no antagonistic 
action against Na. Crozier (1915 a) found later that, in Rana, the 
stimulating actions of Na and K are diminished by Ca. While in 
Caudina, Ca has antagonistic action against Na and NH 4 but not 
against the allied ions K and Li. Non-stimutation of the sea water 
may be due to the antagonistic actions among the component ions, 
for the pure salt solution has sometimes a stimulating action, in such 
a concentration as in ordinary sea water. Okasaki and Koizumi 
(1927) reported that the sea water near Asamushi has the following 
composition (grams in 100 c.c.) 
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Na K Ca Mg 

1.1634 0.0867 0,0487 0.1873 

The ratio of Na to Ca (if both expressed by molar concentration) 
becoms 47 : 1. The stimulation of Na is inhibited by Ca at least 
within the ratio of Na:Ca=95:5 and 99:1 (Table 15). It is very 
probable that in a very irritable individual the stimulation of Na is 
antagonised by Ca in sea water. The stimulation by K ions in sea 
water is out of the question, for its concentration in sea water is only 
0.009 m. 

Acid and alkali are very efficient stimulants to almost all animals, 
including Homo. When the order of stimulation is determined by 
the limiting concentration or by the measurement of reaction time and 
the amplitude of reaction using equivalent normal solutions of various 
acids or alkalies, the stronger acid or alkali always excels the weaker 
one. This is merely due to the differences in the dissociation degrees. 
In Caudina, the order of stimulating power of acids and alkalies deter- 
mined by limiting concentration is as follows (Table 16) : — 

trichloroacetic>hydrochloric>sulphuric>picric>oxalic> 
formic>acetic>butylic acid ; 

Sodium hydroxide^Ammonium hydroxide. 

If we compare the stimulating action with the solutions containing 
equal H ions by the measurement of the reaction time and the am- 
plitude of reaction, the weaker ones excel the stronger (Table 17) : — 
at pH 2.9 and 2.4 acetic]>formic]>hydrochloric acid ; 
pH 11.8 ammonia]> Sodium hydroxide. 

Recently BakAth and Vandorfy (1926) observed the same effect in 
human taste. The limiting concentrations of various acids for the 
sensory stimulation found in Synaptula (Olmsted 1917), Ascutia 
(Hecht 1918 a), in Octopus (Giersberg 1926) show the same tendency. 
In Aaddia, Hecht (1918 a) found that the limiting concentrations of 
NaOH and NHiOH to be 0.01 N and 0.015 N which are dosdy related 
with the case in Caudina (see Table 17). Crozier (1916 b), Harvey 
(1920) and later BarAth and VAndorfy (1926) stated that in these 
cases the potentially ionizable hydrogen within undissociated acid 
molecules {days an important part. Among these acids and alkalies, 
the affinity to lipoid substance and the surface activity are considerably 
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different. The high stimulation power exhibited by formic and acetic 
acids, and also by ammonia (Table 18) is attributed to their surface 
activities in addition to the effect of potentially ionizable molecules. 
The dfect of surface active substances is shown in Table 20. Crozier 
(1916 b, 1918) was the first who introduced the factor of penetration 
in the taste of acids, and recently Taylor (1927) explained the pene- 
tration of acid into living tissues. 

Of the alkaloids tested, they give to human taste a bitter sensation 
(Skramilk 1926. p. 492). In Caudina, only quinine, strychnine and 
nicotine were stimulating. The stimulation of alkaloids has been 
hitherto studied by many authors in various animals (Crozier 1915 b, 
Olmsted 1917, Hecht 1918 a, Crozier & Arey 1919, Arey and 
Crozier 1919, Giersberg 1926, and HarnstrOm 1926). In what 
way the reception of invertebrates for alkaloids is related with the 
bitter taste of human sensation, we know nothing ; however it must 
be noted that in any case alkaloid was stimulating in a very low 
concentration. 

The order of stimulating effect of alcohols in Caudina is parallel 
to the well known series of narcotics (Hober 1926 p. 577) ; the 
limiting concentrations of alcohols for the human taste are 1 .62 M for 
methyl, 0.45 M for ethyl, 0.16 M for propyl and 0.0? M for butyl alcohol 
respectively, according to Skramilk (1926, p. 190), which show the 
same tendency as in Caudina. Parker and Stabler (Parker 1922, 
p. 171) give the following threshold values of ethyl alcohol for human 
sensation, 5 to 10 M for irritant, 3 M for gustatory, and 0.000125 m 
for olfactory sensation respectively. In Caudina the threshold concen- 
tration of ethyl alcohol was about a 5 molar solution. Hence so far 
as the threshold values concerned, the reception of alcohol in Caudina 
seems to belong to the common chemical reception such as the stimul- 
ation of the frog’s foot by concentrated salt solutions (Cole, 1910). 

The most reactive part of the body for chemical stimuli is the 
anterior part of the trunk, as in mechanical stimulation. The change 
in the reactiveness to the chemical stimuli with the increase of body 
weight showed' an analogous tendency as observed in the burrowing 
velocity (Table 5). In Chiton, Arey and Crozier (1919) found that 
the reaction time of the shadow reflex becomes longer in the larger 
animal. In Caudina, the activity, became maximal in the animal of 
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10-20 grains without sand, and then gradually decreased, as in Chiton^ 
with increase in body weight. 

In general, Caudina is reactive to wide ranges of chemical 'sub- 
stances dissolved in water, and is so susceptible as to be compatible 
with human sensation. Many facts are found parallel to those found 
in Homo and other both invertebrate and vertebrate animals, which 
phenomena indicate the fundamental similarity of the stimulating as 
well as the chemo-receptive mechanism in the animal in general. 

V. HEAT. 

1. LOCAL APPLICATION OF HEAT AND COIJ). 

'Fhe reactions obtained from the middle trunk for the thermal 
stimulation are summarized as follows : — 


Table 25. 


Thermal stimulation. Temperature of sea water 22-25‘’C. 


Mode of stimulation | 

Icmperature 

"C 

Reactions 

1 Number of 
animals 

I^*al application of hot 1 
sea water j 

65 

no reaction 

1 

1 

1 

1 

60 

weak local contraction 


i 

66 

the same 

i 


70 

the same 


1 

1 

i 

76 

1 local contraction followed 
, by the relaxation of both 

1 circular and longitud. mus- 
* cles; servere contractions 
! occur on anterior and pos- 
; tenor edges of the relaxed 
part. 

4 

1 

1 

80 

the same 


Approaching a heated glass 
rod ! 

‘1 



a. crossed to the body axis 

1 


i 

1 local contraction of the 
{ circular muscles I 

8 

h. parallel to the body axis j 


local contraction along the 
rod; longitudinal muscles 
are little affected 


Local application ot ica i 

JSece 1 

no reaction 
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Crozier (1915 b) observed in Holothuria that local application of the 
sea water heated to Ai, 55 and 75“C. gave no reaction, except in both 
ends of the body, and also that no constant effect was obtained by the 
heated glass rod held near to the body surface ; according to Pearse 
(1908) Thyone showed no reaction to cold and heated sea water; 
Synaptula (Olmsted 1917) and Chiton (Arey and Crozier 1919) showed 
strong reaction both to heated and cooled sea water. Caudina is mote 
receptive than Holothuria to thermal stimulation, but is less so than 
Synaptula and Chiton, especially in the response to cold substances. 

It is clear that marine animals are able to react to heat and cold 
with definite contraction of the muscles even though the responsiveness 
is of less degree than for the other stimuli. 


Tabi-E 26. 

Imincrsion in hot or cold sea water. 
Initial temperature of sea water 22-Ji4"(\ 


Characteristic 

Sudden immersion 

1 

Gradually heated in 
j 17-35 minutes 

Disappearance of reaction to 
mechanical stimulus 

j WC 

! SDT 

Beginning of relaxation 

j 36-60 

' 27.5-34 

Recovery from, when returned to 
sea water. 

: 39 

38 

Coagulation of the integument. 

65 

68-66 

1 

Number of animals 

14 

12 


1 

Sudden immc*rsion 

Gradually cooled in 
30-76 minutes 

Disappearance of reaction to 
mechanical stimulus 



a) weak stimulus to the trunk 

6— H’C 

, 5-9"C 

b) severe .stimulus to the trunk 

not at 3 

, 1 

M ** to the tail^ 

10 

0 

Hardening of the body 


i 14 

Recoveiy from 

3 

1 

Ix>west temp, examined 

3 

1 

Number of animals 

13 

7 


^Shortening of the tail disappeared at the temperature indicated. 
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2. ALTERNATING THE TEMPERATURE OF THE MEDIUM. 


When the temperature of the medium was raised suddenly or 
gradually, irregular constriction appeared on the body surface, and 
the whole body wall became relaxed and soft with no sign of muscle 
tonus, the body length remaining constant or slightly lengthened. 
Severe contraction of muscles as found by Crozieb (1915 b) in Holo" 
thuria at the temperature of 38-41*0 was not observed in Caudina. 
Olmstf.d (1917) found that in Synaptula the contraction occurred at 
40 and at 43°C, and that it was immediately followed by relaxation. 
The same was found in Caudina when it was stimulated by local 
application of hot sea water (Table 25). 

Tao (1927) found that both longitudinal and circular muscles of 
Caudina maintain contractility against induction shock within 5 and 
40°C and that the heat rigor occurs at the following temperatures: 

beginning of shortening marked shortening 
Longitud. muscle 40 65-70 

Circular muscle 65-70 

Tegument 52-54 

The temperature of .52-.54°C, where the tegument showed marked 
shortening, corresponds to the coagulation temperature in my observa- 
tion (53-55°C), where the outer surface became whitened. In Caudina 
the relaxation occurred at relatively low temperature {Synaptula at 
43*C), and in spite of Tag’s observation on isolated muscles, the body 
length remained without marked change above 39*C, and the total 
body became gradually hard at 53* and 55“C. 

The ranges of temperature for the maintenance of the response 
to the mechanical stimulation are: 


upper limit 

Thyone (Pearsk 1908) 40X 

Holothuria (Crozier 1915 b) 38-41 

Caudina 39 


lower limit 
-1.6"C 
3 
1 


These animals had high resistance to the low temperature, but lost 
all their living characteristics at the tcmiperature of 40*C. 
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VI. LIGHT. 

The animal was placed on the bottom of a glass jar and the 
reaction to photic stimuli was observed by illuminating or by making 
a shadow on the body surface. As a light source, a 100 watt tungsten 
lamp or the direct sunlight was used. Most of the heat rays wore 
removed while the ray passed though the water layer of more than 
12 cms before reaching the animal. Moreover, Caudina was not very 
responsive to radiant heat and the reaction was also slow and indefinite, 
therefor it must be granted that the reaction of Caudina to the illumi* 
nation was induced only by light rays and not by unabsorbed l emaining 
heat rays. 

Caudina gave no reaction to a sudden decrease in light intensity 
or to a shadow made on the body surface by interrupting the light 
with an obstacle. It was highly reactive to sudden illumination ; in 
the anterior part of the body both the tentacles and the anterior end 
retracted ; in the posterior end the shortening of the tail took place ; 
and in the middle portion of the trunk, if locally stimulated, contrac- 
tion occured in the part stimulated. The reaction was local if locally 
stimulated; by total illumination, simultaneous reaction in both ends 
of the body were noticed, but in the middle part of the trunk the 
reaction was difficult to observe. The reaction times to sudden 
illumination were measured under the direct sunlight. The outside of 
the glass jar was covered with black paper to shut out the diffusc'd 
light, and the response of the animal was observed from a small hoh' 
in the black paper, made in the side of the jar. Stimulation was 
produced by suddenly taking off the screen and allowing sunlight to 
fall on the body until the occurence of the reaction. As soon as 
any response was induced, the screen was inserted, and then the next 
exposure was made (Table 27), 

In the study of the shadow reflex of Holothuria, Crozier (1915 h. 
pp. 268, 269) found that the successive reaction times and the magnitude 
(retraction time) show a rhythmic character. The -^amc is true of 
the successive reactions of Caudina to sudden illumination. Such 
similarity indicates the occurrence of the analogous receptor process 
in the receptor organs of both animals. In Caudina the dark reaction 
(Hecht, 1919 p. 162) seems to be so rapid that after 20 or 30 repeated 
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Table 27. 

Sui'cessive reaction times to sudden illumination. 
Illuminations (hy exposure to direct sunsliine) 30 seconds apart. 
Experiments made in 1927. 


Part 

observed 

1 


Anterior 

part 

of the trunk 


' Tip end of tht 

i tail 

1 

No. 

(1) 

(2) : 

(8) 

(4) 

: (6) 

, («) 

‘ (7) 

(8) j 

(9) . 

Date 1 

Aug. 25. 

' „ 28. 1 

1 

- 

»» 

Sep. 1. 

.1 

■ Aur. 26. 

Sep. 1. I 

« 2. 

Time 

1 

3 p. M. 

8..S0A.M.I 

1 


2 P. M. 

1 P. M. 


I 2 r.M. 

1 P. M. j 

10 A. M. 

Temp.T 

20 

25 

26 

27 

1 

1 

1 

i 27 

1 


24 


1.4 

1.9 

1.1 

2.3 

1.6 

2.1 

i 1.6 

2.6 

2.1 

, 

2 , 

1.3 

1.9 

1.1 

2.4 

1.6 

,2.1 

1.6 

1.9 

2.1 


1.2 

1.9 

l.l 

2.2 

1.7 

2.3 

1.6 

1.6 

2.2 

4 ! 

1.3 

2.5 

1.7 

2.1 

1.6 

2.2 

' 1.5 

1.9 

2.2 

5 

1.3 

2.1 

1.3 

2.1 

1.6 

1.9 

1.6 

2.6 

2.1 

fi , 

1.1 

1.9 

1.4 

1.8 

1.5 

2.3 

1.8 

2.1 

1.9 

7 ; 

1.3 

1.9 

1.4 

1.9 

1.6 

1.9 


2.7 

2.1 

8 ' 

1.2 

1.9 

1.4 

2.1 

1.7 

2.1 

2.1 

2.8 

2.1 

9 

1.1 

2.1 

1.4 

2.3 

1 1-4 


j 2.3 

; 2.4 

1.8 

10 , 

1.6 

2.2 

1.1 

2.3 

1.6 

2.1 

2.2 1 

1.9 

1.9 

11 

1.6 

1.9 

1.3 

2.1 

1.4 

2.1 

' 1.8 

2.6 

1.9 

12 ' 

1.9 

1.9 

1.3 

1.6 

1.9 

2.6 

1.9 1 

2.3 

1.7 


2.7 

1.9 

1.1 

2.4 

1.6 

2.9\ 

1.4 

1.6 

i 

14 

2.2 

2.1 

1.3 

2.1 

1.8 

3.0} 

1.6 

2.1 

1.9 

15 

1.8 

o « 

4d 

1.4 

2.1 

1.6 

2.8» 

1.7 

2.6 

2.1 

16 

1.8 

1.9 

1.2 

2.1 

1.6 

2.6 

1.7 

2.1 

1 2.1 

17 i 

2.7 

2.2 

1.4 

1.8 

1.8 

2.6 

2.2 

! 2.1 

' 2.1 

18 

2.7 

2.6 

1.3 

2.1 

1.5 

2.5 

1.9 

2.5 

1 2.4 

19 

2.6 

2.2 

1.3 

2.1 

1.6 

2.0 

1.9 

1 2.3 

1.9 

20 

1.9 

2.6 

1.4 

2.3 

1.7 

2.8 

1.9 

; 2.3 

2.1 

21 


2.6 

1.7 







22 


O A 

1,6 







23 


2.5 

1.6 







24 


2.5 

1.9 





i 


26 


2.4 

1.3 







26 


2.5 

1.8 


' 





27 


2.6 . 

1.3 







28 


2.7 

1.8 







29 


2.3 

1.4 







30 


2.6 

1.6 


1 






*1 30 indicate number of stimulus. 

**ln these cases the intensity of the sunshine was diminished by clouds. 


stimulations the increase in the reaction times was very small. Shadow 
reflex is known in the animals living on the surface of the sea bottom ; 
in Holothuria (Crozier 1915 b), in Thyme (Pearse 1908), in Arbacia 
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(Uexkull 1900, Holmes 1912), in Chiton (Arey & Crozier 1919), in 
Chromodoris (CBozier & Arey 1919) and in other animals (Lokr 
1918 p. 95, Buddenbrock 1921 p. 12). In these animals the shadow 
reflexes are of importance for the protection of the body against 
enemies. In Caudina such a reflex would be of no importance if it 
existed, as the animal lives totally in the sand. As a protection for 
the posterior end (the tail), the high reactiveness to mechanical stimuli 
seems to be of great importance. ITie reaction to sudden illumination 
is also found in various animals; in Holothuria (Crozier 1915 b), in 
Synaptula (Olmsted 1917), in Arbacia (Hoi.mes 1912), in Chiton 
(Arey & Crozier 1919), in Chromodoris (Crozier & Arey 1919) 
and in Mya and Cioiia (Hecht 1918 b. 1919). According to Pearsk 
(1908), Thyone did not react to sudden illumination at all. Among 
these animals, Holothuria, Synaptula, Thyone and Arbacia were 
negatively phototropic, and Holothuria, Arbacia and Chromodoris col- 
lected in the shade. Although the study of the phototropism of 
Caudina was impossible, owing to its inactivity in locomotion oul of 
the sand, the response to the photic stimulus was obviously that of 
avoiding the stimulus. Hence it is natural to infer that light may be 
one of the factors of its life in the sand, as indicated by the relation 
between light and the behavior of Balanoglmsus (Crozier 1917). 

The holothuria have in general a specific body coloration, 'fo 
the contrary, Caudina has no marked body coloration ; the body of 
a young animal is of an opalescent pink color, which is nothing but 
the color of the body fluid being seen through the thin body wall. 
In the natural state, all the animals showed like coloration due to 
the relaxation of all the body musculatures. In the state of tonic 
contraction, the body color of the older animals became light brownish- 
yellow owing to the thickening of the wall. The lack of bodily 
pigmentation in Caudina may perhaps be due to its life in the sand, 
almost shut out from light, as is seen in many cave animals. 

VII. SUMMARY. 

1. Caudina egests the ingested sand continually in intervals of 
from 1 to 11 minutes; the most frequent interval is 3.5 minutes. The 
time from the ingestion to the egestion is about 2 or 3 hours. 
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2. The animals dragged out of the sand burrow into it by the 
cooperative actions of the body muscles and the tentacles. The bur- 
rowing time is directly proportional to the trunk length. The burrow- 
ing vdocity is not far different in any animals, and by successive 
trials it decreases gradually, especially in older animals. The most 
active ones are of the body weight 10-20 grams (without sand). 

3. Locomotion on a flat surface in the air is described. 

4. The entire body surface is very receptive to mechanical stimuli. 
The magnitude of reaction is in a decreasing order: anterior part of 
the trunk]>tail>middle part of the trunk. Distant reaction is found 
in the anterior end of the trunk. On severe mechanical stimulation 
of one end, the opposite end remained unchanged. 

5. The body muscles lose tonus on adequate continual mechanical 
stimulation. In the sand the whole body is soft and elongated; out 
of the sand, as the result of the muscles falling in tonic contraction, 
the body length becomes markedly shortened, and the relative length 
of the trunk and the tail reverses. 

6 . The natural posture in the sand is maintained by the negative 
geotropism of the tail, the rightening reaction (maintaining the dorso- 
ventrality), and the positive geotropism of the trunk. The isolated 
tail shows strong geotropism. The tail of the imbedded animal 
reappears on the sand surface by its elongation. 

7. The entire body surface is reactive to wide ranges of chemical 
substances. Stimulations are made by local application of the solutions 
on the body surface. Caudina is not reactive to the hypotonic but 
reactive to the highly hypertonic solutions. The stimulating order 
for Chlorides is: — K, NHi>Na>Li; for Na-salts: — HPO<, citrate 
>C1, SO^, acetate, formate. Of the four bivalent cations tested, only 
Ba ions are stimulating. Ca has antagonistic action against Na and 
NH 4 , but not against K and Li ; while Mg is not antagonistic against 
these four ions. The stimulation of acids or alkalies is chiefly accom- 
plished by H or OH ions. With solutions containing equal H ions, 
the weaker acids or alkali excel the stronger ones in stimulating 
power. In eight alkaloids tested three are good stimulants even in 
a diluted solution. In alcohols, the aromatic alcohols are more effective 
than aliphatic; in four aliphatic alcohols, the stimulating effect is 
almost doubled, with one increase in CH*. Sugars and saccharine 
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are not effective. The magnitude of reaction diminishes and the reac- 
tion time and its deviation increase with the dilution of the solution. 

8. In chemical stimulation, the anterior part of the trunk is the 
most reactive. The reaction time increases only slightly by the am- 
putation of the anterior end of the trunk. The younger animals are 
more active than the older. The animals of 10-20 grains (without 
sand) are the most reactive. 

9. From the strongly stimulated spot (mechanically or chemically), 
sometimes peristaltic waves occur and propagate either anteriorly or. 
in fewer cases, posteriorly. 

10. Hot sea water above 60“C and radiant heat call forth local 
contraction: by water heated above 7.5"C the local contraction was 
followed by the relaxation of both muscles. No reaction is obtained 
by the local application of ice. Caudina reacts to mechanical stimuli 
within the temperature of 1-39*C; above 40’C it loses all living 
characteristics. 

11. The body becomes hard by rubbing the entire surface or by 
dropping the animal on the ground from a height of a few cms. 
This is also observed when the temperature of the water is lowered 
below 14*C (the initial temperature of sea water was 22-24“C). 

12. Caudina shows no reaction to a sudden decrease in light 
intensity or to a shadow. To sudden illumination the animal responds 
with the contraction of the illuminated part. On repeated stimulation, 
the series of reaction times show a rythmic character ; the increase in 
the reaction times is very gradual or almost neglegible. 

13. The behavior of Caudina is quite adaptive to its environment ; 
many facts revealed by the experiments lead us to the con.sideration 
that there exist fundamentally similar processes in the phenomena of 
stimulation in general. 

Before leaving the subject, 1 wish to express my sincere thanks 
to Prof. Hatai, who suggested the problem, for his kind guidance 
and encouragement. I must also not forget the kindness shown me 
by Assist. Prof, Kukubo, and Assist. Kamada, who are members of 
the Asamushi Marine Biological Station. 
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Study of Euryale ferox Salisb. 

111. On the Form and Structure of Juvenile Leaves. 


Bv 

Yonosukk Okada. 

(With Plates X-XI.) 

In my previous paper I reported on the developmental course 
of the leaves of the seedling of Euryale and gave a brief description 
of the external appearance of the juvenile leaves. (Ltitely I have 
learned that the fact was first noticed in this country by Dr. Makino. -’), 
Since that time I have been engaged in the study of the plant and 
in particular with respect to the problem of the delayed germination 
of the seeds, of which phenomenon I hope to report in the future. 
Furthermore, in the late spring of this year, I had the opportunity 
to make some further observations on the development of the leaves 
from the seedling, and I have accordingly undertaken to give here 
a second report on the matter to substantiate the previous paper. 

The study was performed for the most part with the seeds collected 
at Zynnitydgata''\ in the autumn of 1926 and 1927. 'I'hc seeds were 
thenceforth kept submcrged^\ A number of these seeds germinated 
in the late spring of this year, and the observation in the present 
paper was carried on with them. A few of the samples from other 
sources, as Hukusimagala, Ohnuma, Tatenuma and Oguranoike, were 
also subjected to the study, and the observed data on them also are 
annexed at the close of the paper. 

Okada, Y. 1925. On tho germination of Euryale ferox Salisb. Hot. Mag. Fokyo, 
Vol. 39, pp. 133-Ul. 

Making, T. IHOl-O?. Botanical notes from the author’s private rahin<*t. p. 2. 
(Text in Jap.) 

^^For thi.s locality and others, see the previous paper: Okadv Y 1928. Study of 
Euryale ferox Salisb. I., Sci. Rep., Tohoku Imp. Univ., Sendai, Ser 1, Vol. 3, 
p. 272. 

Detailed description on the condition of storage will be given in the future in 
connection with the problem of the tielayed germination. Hence the abridgement 
here. 
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So much for the origin of the material. Let us now proceed to 
the discussion of the work proper. 

The types of leaves developing consecutively from the^ seed of 



Text-fig. A — D. Epidermal colls of the juvenile leaves. A. first leaf; B. 
second leaf; C. third leaf; D. fourth leaf. 
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Euryale follow, as a general rule, the normal order already described 
iti the previous report. This order may therefore be regarded as 
the regular type for the ZyunityogataTorm. The conscc^utive leav(\s 
appear in this case in the following order ; first, subulate, submersed ; 
second, narrow hastate, submersed ; third, broad hastate, submersed ; 
fourth, fissi-cordate, floating (PI. X, fig. 1). 

After the fourth leaf, the transformation proceeds rather gradually 
in contrast to the transformations seen in the preceding leaves, and 
further study beyond the fourth leaf was accordingly not undertaken. 

The distinction among the first four leaves is very remarkable not 
only in the external form of the leaf blade but also in the internal 
structure. Of these four leaves, the sec*ond and the third assume 
somewhat common characters, while the first and the fourth exhibit 
a distinct contrast. In the following, the remarkable points of dif- 
ference among these leaves are tabulated. 

Thus we can see that the distinctions are remarkable in diverse 


1st. 


Ilnd. & lllrd. 

IVth. 

1. Submersed. 


Submersed. 

Floating. 

2. Length of leaf 
determinate. 

pre* 

Length of petiole pred«*ter* 
minate. 

Length of petiole very plas- 
tic according to the water 
dc‘pth. 

2. Lamina undifferentiat- 
ed from petiole. ' 

Lamina differentiated (has- 
tate) 

Lamina differentiated (fissi- 
cordate) 

4. Epidermal cell 
gated. 

elon- 1 

Epidermal cell of the upper 
suiface tends to Ijo isodia- 
metncal, and larger than 
that of the fourth leaf. 

Epidermal cell of the upper 
surface isodiametncal. 

5. Stoma absent. 


Stoma usually absent. 

Stomata abundant. 

6. 


Lamina thin, translucent and 
flaccid. 

Lamina tough leathery, the 
upper surface relatively non- 
, wcttable. 

7. Palisade tissue 
ferentiated. 

undif- 

Palisade tissue undifferentiat- 
ed. 

Palisade tissue well differen- 
tiated. 

8. 


1 Violet coloration of the 
lower surface accentuated. 

9. 


Tencile stren^h of the pot- 
, iole developed. 
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points. We will treat of these characters in the following paragraphs. 

1) Submersed or floating. It is self-evident that this distinction 
can be clearly discerned only when a sufficient depth of water is 
afforded. To take an extreme case, if we allow to the seedling 
water only one or two cm. deep, all the leaves must grow erect beyond 
the water surfaces and the distinction naturally disappears. Except 
in such abnormal cases, the first three leaves remain submersed while 
the fourth leaf comes to the water surface where the blade expands 
to its full size. The cause of this distinction we may find in the next 
section. 

2) Flxtract from the record of the measurement of the length of 
the petiole (in the case of the first leaf, the total length of the leaf 
was measured, as the differentiation of the lamina from the petiole 
does not take place), as well as the water depth applied is given in 
the table below. 


Length of the petiole (m cm.) 

Water depth 



1st. 

lind. 

Illrd. 

IVth. 

j Vth. 

0 

8 

7 

9.5 , 

36 

! 31 

6 

0 

8.3 

8.3 

33 

1 "'5 

7 

— 

10 

16 

36 

1 

7 

- 

11 

11 

37 


8 

10 

10,6 

12.6 

34 

! 28 

8 

11 

9,1 

12 

.34 

1 

la 

6 

5.0 


,33 

, 

16 

' 8 

6.8 

6.8 ' 

28 



29 

7.6 

6 

6.2 1 

39 

41 

29 

10 

6 

7.8 1 

39 I 

43 

80 

11 

8 

10 ' 

94 j 



Of the values recorded in the table, some cases may be noticed 
in which the length of the leaves to be submersed nevertheless exceeds 
the depth of the water, a seemingly paradoxical phenomenon. In 
reality, those leaves grow upward not vertically but in an oblique 
direction, so that the lamina may remain always under water. 

We can learn from this table that the length of the first three 
leaves is rather uniform regardless of the depth of the water. The 
range of variation is narrow in comparison with the change in water 
depth. The length varies for the first leaf, from 6 to 11 cm., for the 
second, from 5 to 11 cm., and for the third from 6JS to 12.5cm., 
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while the water depth changes from fi to 80 cm. Quite different is 
the case with the fourth leaf, where, although the length of thi; 
petiole is not very variable (28-34 cm.) as far as a water depth of 

16 cm., it is able to elongate as long as 94 cm. when cultivated in 

80 cm. deep water. 

These facts show that the length of the petiole is predeterminate 
in the first three leaves, while it is quite plastic in the fourth. The 
latter petiole elongates always more or loss longer than the water 
depth applied and allows the leaf blade to float on the water surface. 

3) As for the form of the leaf blade, no additional remark is 

necessitated beyond the description in the previous report. In PI. 
X, fig. 1 are shown the general features of the con.secutive leaves. 

Of these types of leaf form, the subulate appearance of the fii'st leaf 

is of quite common occurrence among Nymphaeaceae'^. 

4) The epidermal cells of the first leaf are much elongated all 
over the surface and are arranged in parallel with the axis of the 
leaf itself (text*fig. A). The same cells of the next two leaf blades 
tend to be isodiametrical and gradually reduced in .size (Text-fig. B, C). 
The fourth leaf blade has the smallest epidermal cells of the four, 
and no shade of parallel arrangement can be discerned. Moreover, 
the sinuous appearance*^ of the suture line between the neighboring 
cells is quite accentuated (Text-fig. D). 

.* 1 ) Since the astomaticism of some aquatic plants was first noticed 
by Brongniar'P*’, the difference in the distribution of stomata between 
the aerial and submerged part of the plant body was studied by 

'>For Nympfiaea spp„ Gqerkl, K. 1893, Pflan/.cnbiul. SchildcrunKen, 2 TimI, 2 Lief., 
p. 303; Thicker, Wm. 1897. The water garden, New York (cit. Conahd); Conard, 
H, S. 1905. The watcriilies, p. 109; Arhkk, A. 1920. Water plant, a study of 
aquatic angiosperms, pp. 35-36: for Castalia alba, Akber, A., 1920 1. c , p. 28: 
for Victoria regia, Gwynne-Vaughan, D. T., 1897. On some points in the mor- 
phology and anatomy of the Nymphaeaceae. Trans, Linn. Soc., I^ndon, Ser 2, 
Vol. 5. Pt. 7, pp. 287-299 (cit. Arbek), 

“^Analogous case of contrast with respect to the sinuosity is noticed by Arbku 
( 1920. 1, c., p. 163) between the floating and submersed leau'^ <»f Callitrirhe verna. 

'^Brongniart, a. 1834. Nouvelles recherrhes sur la structure de Tepiderme. Ann. 
d. Sci. nat., 2 S4r. 1. pp. 65-71. frit. Goebel). 
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many authors’\ Thanks to the effort of these workers, many inter- 
esting data were found concerning the problem. In some cases, the 
presence or absence of the stomata is predetermined strictly by heredity, 
and the surrounding medium affects in no way their distribution. For 
example, Isoetes Malinvemiana, Is. Boryana, Is. tenuissima and Is. 
Perralderiana are reported by Goebel to have stomata regardless of 
their aquatic life, while, on the contrary, Isoetes lacustris and echino- 
spora never produce stoma even when grown as land forms'^ On the 
other hand, in some plastic forms as Hippuris, Proserpinaca, Myria- 
phyllum^ Stratiotes and Uiricularia, the presence or absence of the 
stomata on the leaf is correlated with its emergence or submergence^^ 
Between these extreme cases, many transitional degrees'*^ of correlation 
of stomata formation and water are re])orted. For instance, some 
plants are reported to have more stomata on the aerial than on the 
submersed part (or more stomata in the land form than water form), 
and still others are noted to produce more stomata in shallow water 
than in deep water. Thus, although it seems inappropriate to establish 
a uniformity among these different cases, we can still conceive in 
many casas the tendency that the contact with free air favors the 
production of the stomata. 

As for the same problem with the Nymphaeaceae, the presence of 
the stomata on the aerial or the floating leaves (always on the upper 
surface only) is generally recognized. With the submersed leaves, 


OGoebki., K. 1893. 1. c., pp. 237-245; Pors(H, O. 1903. Zur Kenntnis des Spalt- 
Offnungsapparaies »ubmerser Pflanzenteile. Sitzb. Akad. Wion, Mathem-naturw. 
Klusso, Vol. 112, Abt. 1, pp, 97 138; Solereder, H. 1913. Systematisch-anatom- 
isrhe Untcrsuchung des Blattes der Hydrocharitaceen. Bpih. Bot. Zentrbl., Vol. 
30, Abt. 1, pp. 24-104; Arber, A. 1920. 1. c. 

2) Goebel, K. 1893. l.c., p. 241. 

Goebel, K. 1893. l.c., pp. 240-244; Pousrn, O. 1903. l.c., p. 106; Cowles, H. 
C. 1911. Ecology, pp. 561-2. (in Coulter, Barnes and Cowles: Textbook of 
Botany). As for Hippuris^ however, somewhat contradictory report is given 
that the stomata are formed, during the vigorously vegetating season, on the 
]eavc.s of this plant when the leaf anlage is still submerged, c. f. Constantin, J. 
1886. £tude sur les feuilles des plantes aquatiques. Ann. d. Sci. nat., 7 S4r. 
Bot, T. 3, pp. 94-162. (cit. Arber), 

Goebel gives a detailed description of various cases, c. f. Goebel, K. 1893. l.c., 
pp. 240-244. 
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however, astomaticism is reported by Goebel’^ in Nuphar and Cabomba, 
and by Brand*^ in Nymphaea alboy while positive cases arc observed 
by Conard"^ in Nymphaea spp.y by ARCANCiEU^^ in N alba, by 
Wauhter'^^ in N spp.^ and by Goebel'’^ in N. coerulea. It seems 
that the presence of stomata on the submersed leaves of Nymphaea 
is at least not absolutely excluded. 

So much for the problem in general. Now lei us consider the 
same case with Euryale. As already slated above, the first three 
leaves from the seedling of Euryale are submersed and the fourth 
leaf becx)mes firstly the floating type. The distribution of stomata on 
these leaves is described below : — 

The first leaf is possessed of no stoma at all (number of obsei ved 
samples being 15). Nor has the second leaf any as a general rule. 
Only one case of exception was observed out of 17 sample's, 'fhis 
example was, however, one of an individual cultivated in shallow 
water (about 2 cm. deep) and the Icmf had probably by chance been 
exposed to the free air. Whether there is any relation between the 
formation of the stomata and the exposure to the air was not experi- 
mentally determined in my study. The fact is that the number of 
stomata in the above example was very small, only some 30 being 
found all over the upper surface. 

As for the third leaf, in 5 samples out of 14, the presence of 
stomata was positively demonstrated. Of these five, four cases were 
observed with individuals in shallow water (2-6 cm. deep), and the 
chance of exposure to the air must be suspected of them. Kven in 
these positive examples, the number of stomata was by far the smallei 
as compared with that on the fourth leaf. The actual numbers of 

O Goebel, K. 1893, 1. c., p. 242. 

Brand, F*. 1894. Dber die drei Blattarten unserer Nymphacaccae. Bol. Zontrbl., 
Vol. 57, pp. 168-171. 

•«>CoNARD. H.S. 1905. The Waterlilies, p. 77. 

"*> Arcangeu, G. 1890. Sulle foglie delle piante ac quatkhe e specialmente sopra (juelle 
della Nymphaea e del Nuphar. Nuovo Giorn. Bol It., Vol 1% pp. 411-146. (cii. 
Conard). 

''’^Wachter, W. 1897. Bcitrage zur Kennlniss einiger Wasserpflanzen. III. Uber 
die AbhSngigkeit der Hcterophyllie einiger Nymphaea arten von Kusscron Kinflus- 
sen. Flora, Vol. 84, pp. 343-348. 

Goebel, K. 1893. l.c., p. 242. 
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stomata on the third leaf were 3, 11, 2, and 22 per sq.mm, with the 
above four examples. With leaves absolutely kept from contact with 
the air, the stoma was generally found to be absent. This is, however, 
not absolutely always the case. In one case out of seven under such 
a condition, the presence of stomata was positively proved, though 
the actual number was exceedingly small (about 20 in total all over 
the surface). 

The fourth leaf never fails to produce the stomata. There is 
allowed no exception (number of observed samples being 20). More- 
over, they are very abundantly produced. Six examples of fully grown 
leaves were subjet led to the actual counting. 1'he number of stomata 
on these six were 221, 199, 220, 226, 216, and 218 per sq.mm, of 
the leaf surfa(‘c each (The^e values concern the more central region 
of the leaf blade. The peripheral region yields somewhat lower 
value-4. With the same six samples as above, the numbers of stomata 
in the periphery of the lamina were 168, 183, 175, 196, 177, and 175. 
All these numerals represent the averages of four measurements each.). 

The dimension of the stoma is fairly uniform all over the surface 
except around the so-called astomatic region near the insertion of 
the petiole, where specially large onesaie erranged. The major axis 
of the stoma is 29,95 /i (average of 20 measurements) long in the 
normal one and 47.1 /-« (average of 20 measurements) long in the 
larger one, so that the latter is some 50 as larger as the former 
(The numerals concerning the density of stomata on the leaf surface 
given above relate to the area of the normal sized stomata.). 

The formation of stomata on the fourth leaf is commenced fai’ 
before the appearance of the lamina on the water surface. Therefore, 
we can in this case at least prove positively the independence of the 
stoma formation from the contact with the free air. 

N. B. All the remarks on stomata concern solely the upper surface 
of the lamina. No stoma is observed on the lower surface at all. 

6) The upper surface of the fourth leaf is decidedly more coria- 
ceous than the others and cannot be easily moistened. This distinction 
m probably due to the better development of the cuticle in the fourth 
leaf than the other three. 

oCoNARD, H. S. 1905. 1.0., p. 65. 
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7) The fourth le if is possessed of a markedly differentiated palisade 
layer on the upper side of the lamina, consisting of two or three 
layers of cells. The third and smmd have no such layers. Only 
the subepidermal layer of the upper side of these leaves may be 
distinguished with the presence of somewhat abundant chloroplasts. 
The first leaf has no differentiated lamina and still less of a palisade 
tissue 

8) The red coloration (probably the anthocyanin pigmemt) is found 
in any of the four in general. At any rate, the epidermal cells on 
the lower surface of the fourth leaf are decidedly rich in the same 
and assume a violet color. 

9) The petiole of the fourth leaf is quite resistant against traction, 
while the others submit themselves most easily to the stress. 

All these points show that the juvenile leaf of Euryale suffers 
a fundamental transformation during its course of development. 
Another fact to be noticed is that this order of transformation is of 
quite a fixed character. It is followed quite faithfully so far as the 
Zyiinityogata-form of Euryale is concerned, so that we may for brevity 
denominate this type of developmental course as the Z-type. It was, 
however, sometimes observed that the last of the submersed leaves 
was omitted from the course of development, that is to say, the third 
leaf of the seedling appears as a floating leaf, with well developed 
stomata and palisade tissue and having its petiole decidedly elongated 
(The number of stomata were counted with three* individuals of this 
type, the results being 237, 210 and 167 per sq. mm. for the central 
part of the lamina and 2 12, 192, and 129 per sq. mm. for the peri- 
phery.). Out of 74 examples studied this spring, 68 (92 9^) belong to 
the normal Z-type, only the remaining 6 representing exceptions. 

As for the individuals from other localities, of which the general 
tendency is found to coincide with the Zyunityogata-form, brief remarks 
will be given below. 

15 examples of Hukusimagata-plants were studi(*d. All of them 
had their third leaves floating on the water surface. No exception was 
observed, and this type of development seems therefore characteristic 

^^The difference in the development of the palisade tissue between submersed and 

aerial leaves is often observed. Gokbel, 1893. 1. c., p. 246; Wachter, W. 1897. 

I.C., p. 343; Soi-EKEOKR, H. 1913. 1. c., p. 34. 
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of them. Wc may denominate it as the H-type (PI. XI). 

Of the plants from Ohnuma and Tatenuma, 12 and 8 examples 
were examined respectively, all of which were proved to assume the 
Z-type. 

Lastly, 4 examples of Oguranoikeplants gave 2 of Z-type and 2 
of H-type. Owing to the shortage in the material, no definite result 
could be attained in this last case. 

In conclusion, the writer wishes to express his indebtedness to the 
Department of Education for the subsidy to promote the natural 
sciences, with which the cost of the present study was partly defrayed. 

EXPLANATION OF THE PLATES. 
l^LATE X. 

Hk. 1. Seedling of tho Zyfinity6Mata*plant. Z*type, the third leaf is of submersed 
type (The numerals indicate the order of the consecutive leaves in the 
developmental course.). Water depth 16cm. 

tig. 2. The same, H-type, the thiid leaf is of floating t\pe, having its petiole 
much elongated. Water depth 16 cm. 

I^LATE XL 

Fig. 1. Seedling of the Hukusimagata-plant. H-type, the third leaf is of floating 
type. Water depth 16 cm. 

big. 2. The same. The third leaf is of floating type. The distinction between 
the petioles of 2nd and Hrd leaves are quite in contrast. The first leaf 
has degenerated away in this example. 


ERRATUM, 

In my first report in this periodical, Vol. '1, no. 3, fasc. 1, p. 272, line 3, 
for Mao read Mo-o* 







Notes on the Germination of the Spores of some 
Pteridoph}rtes with Special Regard 
to their Viability. 

By 

Yonosukk Okada. 

Introduction. 

So far as the morpholoitical point of view is concerned, the fern 
spore is an entirely different body from the seed of a phanerogam. 
As for the biological significance of the two, however, they have much 
in common, since they both have to fulfdl their function as a dis- 
seminule; hence their frequent juxtaposition in noted textbooks on 
plant ecology (Ci.kmknts, 1907, pp. 2' 1-1-2; Cowixs, 1911, p. 805; 
Tansley, 1923, p. 18.). They resemble each other, indeed, in many 
points, e. g. in resistance against extreme conditions, retaining of via- 
bility over a long period, recoveiy of activity or germination in case; 
of favprable conditions, and so on. We know that seeds have much 
to do with human life; they are of the utmost significance not only 
in agri-, horli-, or sylviculture but also in industry. It is therefore 
easily comprehensible why hundreds of workers have devoted them- 
selves to the study of the seed, from divers directions. Thus thi; 
question of the viability of the seed has been treated by many authors, 
and results of elaborate studies are to be found, for instance, in the 
work by Guppy (1912). The question of the conservation of viability 
has also been much discussed. 

On the other hand, studies on the physiology of fern or moss 
spores, if not actually rare, are not at all to be compared in number 
with those on seeds. The question of the longevity of spores seems 
in particular not to be favored, and we can find only occasional 
mention of this point in literature”. Much less treated even is the 

'Mn the paper by Hartt (1925, pp. 430-431 \ roncorninR literatures are to he 
found and therefore no revision may be necessary here. 
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decline of viability, which phenomenon is the general rule for fern 
spores. They are destined to exhibit the highest germination capability 
at the time of being shed from the mother sporangia, and later, as 
the days go on, they are sure to suffer more or less rapidly from the 
decrement in vitality. In extremely rare cases, attainment of full 
germination capacity after a lapse of time following the liberation 
from the sporangia is observed ; for instance, Life (1907) reports of 
dormancy in the spores of Alsophila, and in the textbook of Ecology 
by Cowles (1911, p. 932) it is described that the spores of Lj/co- 
podium display a dormant period. Now, considering our meager 
knowledge of this subject, it may be worth while to pursue the problem 
further. In particular, such (jueUion as the influence of the condition 
of storage on longevity may not be of minor significance from the 
viewpoint of general biology. 

The fern spores, being of a unicellular structure, have excessively 
minute size and offer no convenience for manipulation in the procedure 
of experiment. But, on the other hand, the same circumstances allow 
us to study the effect of external factors directly influencing them. 
Moreover, the fact that we are able to experiment with a sufficiently 
large number of individuals in a comparatively small space is quite a 
favorable condition for finding out the average features under controlled 
millieu. For these reasons the writer has undertaken the study of 
the present problem. 

An experiment was first made to obtain the general features 
concerning the relation between the environmental factors and germi- 
nation of the spore. As the factors of importance influencing the 
germination, were considered to be temperature, illumination, culture 
medium, and oxygen supply, each of their effects were studied. 
Secondly, making us6 of the knowledge thus obtained, it was endeav- 
oured to obtain a combination of the most favorable conditions for 
germination, and under such a standardized condition, the studies on 
the germination capability were carried on with the spore materials 
kept in various storage conditions. The decrement in the germinatbn 
capability due to age was traced until the per cent of germination 
was reduced to nil, which point was assigned to be the limit of the 
life. Thus the difference in the span of life among different species 
and by different methods of storage was established. Finally, some 
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of the properties of spores were brought under experiment, to study 
if there existed any correlation between them and the viability of the 
spore. 

The present study, which was carried on with these problems just 
described in view, was first undertaken, when I was in the Botanical 
Institute, Tokyo Imperial University, under the guidance of Prof. 
Dr. Miyoshi, to whom I wish to express gratitude for his valuable 
suggestions. After my removal to Sendai, the study was continued 
there. My thanks ai*e due to the members of the Institute, with whose 
encouragement and aid the study has proceeded. 

Materials of the study. 


The materials of the present study are the spores of the six species 


Species 1 

Date 1 

I..ocality 

Lot 

I. Equisetum arvense L. 

26/1 V 1926 1 

Tunagi near Sendai. 

No. 6 

! 

i 

10/lV 1926 


No. 6 a 

„ 

18/lV 1926 


No. 6 b 


26/IV 1926 


No. 6 c 

»♦ 

2/V 1926 


No. 6d 


17/IV 1927 

>♦ 

No. 7 

II. Osmunda japonica 

7/VI 1926 

Mt. Idumigatnke near Sendai. 

No. 6 

Thunb. a) 

2/V 1926 

Kame*Ka*mori near Sendai. 

No. 6 a 

„ 

16/V 1926 

Gongen-no-mori near .Sendai. 

No. 6 h 


18/V 1927 

ft 

No. 7 

III. Osmunda cinnamomea L. 

7/VI 1926 

Mt. Idumigatake near Sendai. 

No. B 

” 1 

28/ V 1926 


No. 6 

ff 

22/V 1927 

.. 

No. 7 

IV. Dryopterts viridescens O. 

16/III 1926 

1 Dusi, Kanagawa Prefecture. 

No. 6 

KuNrzE.( g a ^ > V'yy). 

28/111 1926 

Ohmori near Sendai. 

No. 6 


9/III 1928 

Dusi, Kanagawa Prefecture. 

No. 8 

V. Matteuccia struthiopteris 

4/III 1926 

Bot. Gardens, Koisikawa, 

No. 6 

(L.) Todaro.( -5^ 


Tokyo. 


VI. Woodwardia orientalis 1 

16/111 1926 

Dusi, Kanagawa Prefecture. 

No. 6 

Swartz. ( ^ ^ j 




»» 

9/III 1928 

** 

No. 8 
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of pteridophyles, of which the localities and dates of collection are 
tabulated on the preceding page. 

Of these six species, 1, II, III and V possess specialized sporangia- 
bcaring fronds. In their natural habitat in the fields were collected 
those fronds of which the sporangia were quite mature and the spores 
ready to be shed off even with a slight touch of the hand. Those 
sporophylls were packed in small paraffin paper sacks and brought to 
the laboratory, where they were spread over paraffin paper sheets on 
a bench for one or two days. In the meantime the spores were sure 
to be shed freely from the fully ripe sporangia, and only these freely 
liberated spores were collected for the purpose of experimental study, 
all the rest remaining in the sporangia being discarded. 

The collected mass of the spores was naturally not (|uite pure, 
but was mixed with suc'h impurities as fragments of sporangia, trichoms 
etc. Sifting several times through a 0.04 mm. mesh and then blowing 
off the trifling impurities which still remained with a gentle air current 
from a blast pump, were (piite effective as a method of purification, 
even though not a small portion of the available materials were also 
lost in the process of the treatment. As we will see in a later chapter, 
since the viability of spores decreases rather rapidly under ordinary 
laboratory conditions, the collected materials were presently put into 
an ice chamber, except in experiments for special purposes, either in 
dry condition or not, according to the specific keeping properties of 
the species. 

The other two species, viz., Woodwardia and Dryopteris have no 
specialized sporophyll, so that we had to collect a large quantity of 
material to start with. The same process of purification was applied 
as in the case of the other four, and equally satisfactory results were 
attained, except that quite a large quantity of the original raw 
materials was necessary. 


Mkthods. 

In the present study, miniature Petri dishes (4 cm. wide and 1 cm. 
deep) were employed invariably as germinator vessels for the spore. 
In these small dishes was put the culture medium, which consists of 
0.1 Knop’s solution added with 1% agaragar. For the most part 
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of study, this medium was (‘linged to, except in the experiment 
concerning thq effect of the substratum and in such cases as are 
provided with special remarks. Before sowing the spores, the gormi- 
nator vessels with culture media in were autoclaved, though the 
procedure was not valid enough to suppress the microbial infection 
perfectly, as we are not capable of obtaining the spore material in 
4ibsolutely germ free condition. An absolutely aseptic culture in the 
physiological study of the fern spore seems not to have been hitherto 
established, mainly due to the difficulties in sterilizing the spon' 
material. (On this point, care of Krebs, 1916, p. 13; Stephan, 192S, 
p. 386.). Application of Fota-ssium-permanganate to sporangia (Lano, 
1898; Twiss, 1910, p. 170; Rocjeus, 1923, p. 76.) was not applicable 
as I resorted solely to those spores which are shed freely from the' 
sporangia. Yet, the autoclaved substratum yielded much ht^ttcT re>ults 
and the procedure was maintained throughout the study. Though the 
microbial contamination was not alisolutely excluded, yet the substratum 
suffered only a little from them mainly due to the lack of available 
organic matter in the medium, e.specially when the spores are afresh 
and of vigour. After the spores are reduced of th(dr vitality in later 
days, heavy infection sometimes failed in and we were compelled to 
discar-d the culture in such case.s. 

The spores were taken out from tin* storage receptacle by means 
of sterilized platinum needle, and with a light shock of hand applied 
to the needle we can obtain quite a uniform distribution of spores 
over the substratum. The course of germination was studied under 
microscope from time to time, usually with the combination of Zfjss 
aaxd, or sometimes with AAx J when detailed observation was 
necessary. The appearance of the first cell division of the spore was 
adopted as the criterion for the germination capability'^ In general, 
the germination of the fern spores studied was found to be carried 
on quite rapidly, so long as they were fresh, and those which had 
initiated the first division did not fail to produce the prothallium in 
due time, provided under proper conditions. Old spon's, howevei-, 

Other criteria, however, may be adopted as well. Thus, for instance, I.aauk 
(1907, p. 79) accounted those spores with the exine ruptured as <’apable of 
germination, and Stephan (1928, p. 3H7) estimated the first definite appearance 
<of tlie rhizoid and the green cell also as such. 
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owing to the decrease of vitality during the storage, are sometimes 
devoid of sufficient germination energy to perform the normal develop- 
ment and remain inactive after the first division has been completed. 
Since the further development was not specially regarded in our study, 
all those indicating the first cell division were reckoned as equally 
vital, regardless of the fate of the prothallia. Counting was made 
with two or three hundred spores and the number of the germinated 
spores was expressed in per cent (so-called “ Zahlmethode ” by Laage, 
1907, p. 110). 

These are the general features of the methods in the present 
work. Specified procedure will he given later in each separate section. 

I. On the external (onditions. 

CULTURE MEDIUM. 

In studying the development of fern prothallia from spores, so far 
as it concerns only the morphological point of view, any substance 
available, such as bricks, garden turf, etc. may be employed as a 
medium on which to sow the spores. In the present study, however, 
as the per cent germination is taken into account for judging the 
viability of the spore, counting under the microscope is imperative, 
and accordingly a transparent substratum is by far preferable. For 
this purpose, two hinds of culture media were compared, viz., a liquid 
nutritive medium and the same stabilized with agar-agar. To deter- 
mine which of the two, the liquid or solid medium, was more favor- 
able for the germination of the spore, the following experiments were 
undertaken. As it was learned by preliminary study that Knof’s 
nutritive .solution of 0.1?^ or thereabout is quite favorable for the 
germination of the spore, this liquid medium and the same medium 
solidified with agar-agar were compared. Along with this study, 

the gennination in pure water was tested as well. The results are 
compiled in the Tables I and II annexed at the end of the paper. 

Table I. This set of experiments concerns the following three 
species, Dryopteris, Woodwardia, and Matteuccia. The table indicates 
that the addition of agar-agar proves slightly unfavorable for the 
germination of the first two species and a little more so for the last. 
For the later development of the germling, however, the effect is 
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reversed, and the prothallia on a solid medium displayed more rapid 
growth than in a liquid medium. For instance, the first longitudinal 
division of the prothallial cell was noticed on the ninth day on the 
solid medium for all the three species, while those on the liquid 
medium showed no such division on that day. In water, germination 
of the spore was not observable even after a lapse of 61) days. 

Table II. The general tendency is the same as that of the pre- 
ceding experiment. The culture medium I is always the most favor- 
able for fhe s|x^re germination. As for the ultimate per cent ger- 
mination, the addition of agar-agar seems to be of little or no conse- 
quence in this case. The fact that a different result was observed 
in the preceding experiment with Matteuccia may be due to the in- 
sufficient time of observation, and if the counting had been carried 
on further, the values in the I and II culture media would approxi- 
mately be the same. The difference in the further development was 
not studied here. With respect to the germination in pure water, a 
positive result was obtained here, in contrast to the foregoing experi- 
ment. Evidently there must exist certain specific difference in the 
germination capability in pure water. Laage (1907, p. 101) reports 
that Pleris aquilina, Aspidium filix tnas^ Poiyj)odium dryopteris^ 
Asplenium lucidum and Polypodium aureum are capable of germination 
even in the conductivity w^ater, while the reverse is true with Aspidium 
aculeatum and Asp, spinulosum. Further examples of fern spores 
capable of germination in pure water are given by Wuist (1910, p. 
218) with Onoclea struthiopteris. and by Rogers (1923, p. 75) with 
Lygodium palmatum. The first three species of my study seem to 
belong, to the latter category of Laage. As for the Osrnundaceae 
spores, their germination capability in pure water is recognized also 
by Laage (lfX)7, p. 79). 

Thus the above two experiments coincide in that the Knot’s 
solution is the best of the three media tested for the spore germination, 
and furthermore, it is self-evident that for the purpose of investigating 
the effects of other factors, it is highly preferable to choose the best 
condition of medium. On the other hand, however, the instability of 
the liquid medium makes the focusing of the microscope very difficult, 
a serious drawback in the procedure of counting under microscope. 
To get over this difficulty quartz sand impregnated with Knopfs 
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solution was tested, but to no better purpose, for the unevenness of 
the surface makes the focusing equally difficult. For these reasons 
the II medium was adopted as the most convenient one for the purpose 
of the present study, and in the later experiments, this medium alone 
was resorted to for starting the fern spores, except, in the case of 
special mention. 


TEMPERATUltK. 

To study the effect of temperature, which is one of the most 
radical factors of the vital phenomenon as well, is highly important 
with regard to the act of germination. But, in contrast to the case 
of the phanerogamic seeds, to which innumerable studies are devoted 
concerning the matter, rather little attention is paid to the fern spore, 
probably because of the less practical importance of the latter; and 
we can find only little mention of it in the literature on fern spore 
physiology (Herrin, 19()8; Klebs, 1916, pp. 49-50, 69-71; Hartt, 
1925, pp. 433-436). 

As it was desirous to get some idea concerning the matter, some 
experiments were undertaken, of which brief mention is given below. 

'fhe following five species were studied : Equisetum arvensCy 
Osmunda japonicoy Osm. cinnamomeay Dryopteris viridescens, and 
Woodwardia orientalis. 

Of these five species, the spores were prepared after the procedure 
described above, and were sown on the standard medium in the 
standard germinator, kept at various temperatures, and the rate of 
their germination was counted under the microscope. For the source 
of illumination, natural diffused light from the window facing northward 
was adopted and the germinators were arranged in row, equally distant 
(60 cm.) from the window. Except in the experiment of 1928, the 
use of more than two thermostats at the same time w^as not afforded, 
so that we cannot make combinations of but two different temperatures 
each time, viz., 15“-*20“, 20‘’-25*, 25®-30“, etc,, subsequently to compare 
their effects all together. Since the intensity of the natural light 
employed in the course of the study is quite variable according to 
the weather, the light conditions were far from identical in different 
sets of experiments. Moreover, as time goes on, the spores suffer 
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more or less decrement in their vital activity. Mainly from these two 
causes, the rate of germination does not coincide in different sets of 
experiments, even if a spore in the same lot and at the same degree 
of temperature was employed. Therefore the combination of the 
results of each set of experiments in one common table, which would 
be of great convenience if possible, was not practicable. Comparing 
the experiments set by set, however, we can still get some idea of 
the effects of different temperatures. Later, the experiments with 
Woodwardia and Polystichum were conducted at six different tempera- 
tures under the same light condition at the same time. Hence the 
more simplified results concerning these latter two species. In the 
Tables III -VII at the end of the paper are shown the experimental 
results, and the graphical representations are plotted on pp. 135-140. 

Equisetum arvense. As will be referred to later, the rate of 
reduction in viability is exceedingly rapid for this species as compared 
with others. Spores only one week old show so remarkable a reduction 
in germination capability if sown in an equally favorable condition, 
that comparison of such results is almost meaningless. Hence the 
invalidity of the same lot for experiments of different dates. For 
this reason, in the experiment with Equisetum, different lots were used 
in each set of experiments, freshly collected each time from the same 
locality. Still the results thus obtained may indicate the general 
features of the temperature effect. From Table III (and Fig. 1) we 
know that: 1. Germination can take place up to 35“. At 40" the 
spores are incapable of germination and turn a brownish colour in a 
few days, and this point seems to be supramaximal for germination. 
2. From room temperature (IS"-!?") to about 30", there was noticed 
no remarkable difference among the experiments at different grades 
of temperature, so far as it concerns the ultimate germination per cent. 
If we take into account the daily progress of germination, however, 
we can discern the optimal effect at about 25"-30". 3. As to the 
minimal temperature, we were unable to determine it, due to the 
difficulty of obtaining a constant low temperature, combined with the 
extremely short life of the spore. Osmunda japonica (Table IV and 

Figs. 1-5. Effect of temperature on the germination of the fern spore. (The 

abscissae denote the thiration of the experiment in days and the ordinates the 

per cent of germination.) 
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Fi£f. 3. Osmunda cinnamometi. 
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Fig. 2). The optimal temperature for germination is about 25“-30‘*. 
Departure from this point, towards both higher and lower temperature, 
resulted in reducing the rate of germination. The maximal and 
minimal limit for germination is to be reached at a little lower than 
40* and a little Ijigher than 10® respectively. (As we cannot succeed 
in obtaining a constant low temperature in summer, the experiment 
to determine the minimal point was conducted in winter, when the 
age of the spores was more advanced, and their vitality accordingly 
suffered some decrement. Whether this minimal point holds good 
also for freshly collected spores cannot be said definitely at f)resent.). 

Osmunda cinnamomea (Table V and Fig. 3). For this specie^ the 
general features are almost identical with the preceding, the optimum 
being about 25®, subminimum 10®, and supramaximum 10®. 

Dryopteris viridescens (Table VI and Fig. 4). For this species 
and the next, experiments were carried on at six different degrees of 
temperature under equal light conditions at the same time. Of the 


Fig. 4. I'hyapterin viridescens. 



three cardinal points of germination, the maximum lies at about 40’, 
optimum at about 25*, minimum at lower than 10*. At 10’, we can 
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still get some spores germinated, though the rate is quite low, so 
that this point lies still within the limit of the critical point, or supra- 
minimal. The real minimum point was not determined. 

Woodxmrdia orientalis. As stated above, a parallel experiment to 
the preceding was carried on for this species. The results are shown 
in Table VII and Fig. .5, from which we can recognize the optimum 


Fig. 5. Woodwardia anentalis. 



at 25'’-30”, the maximum at about 40°, and the minimum at about 10”. 

The experimental results with the five species studied in the present 
section will be briefly summarized here. Different as was the behavior 
in detail, yet the general tendencies arc not of fundamental difference 
among all of these species. With all of the species studied, the 
optimal point for germination lies at 25“ or thereabout. According 
to former workers, the optimal temperature for germination for most 
species of pteridophytes is found to be at about 25“, although slight 
deviations are naturally to be expected. (Klebs 1916, pp. 49-50, 09- 
71 ; Hartt, 1925, pp. 434-5). 
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ILLUMINATION. 

The remarkable effect of light on the spore germination as well 
as on the prothallium formation may be regarded as one of the most 
interesting and intricate subjects of study in the field of fern spore 
physiology, and a number of researches have been devoted to this 
problem up to this date. Thus, the papers by Borodin (18()8), 
Heald (1898), Burgerstein (1900, 1908), Schulz (1901-2), Laage 
(1907), Nagai (1914), Life (1907), Klebs (1916, 17), Hartt (192S), 
and lately by Stephan (1928) all treat more or less of the matter 
in question. Revision of the historical data in detail seems to be 
without the scope of this study, and further investigation beyond the 
mere references is omitted here. 

As it was desirable to reach some conclusions on the light-relation 
of the spores of my study before proceeding to investigate their 
viability, some experiments were undertaken. The species studied 
were Equisetum arvense^ Osmunda japonica, Osm. cinnarnomea and 
Dryopteris viridescens. As the light source, a gas-filled tungsten 
filament Mazda lamp of 500 w. lOOv. was used for the most part, 
and the light emitted was filtered through a water layer in a cuvette 
4 cm. wide. The water in the cuvette was incessantly circulating, 
being freely supplied from the tap. The germinator dishes were sel 
vertically on the laboratoiy bench on the same level as the light 
source, so that the surface of the substratum was perpendicular to 
the horizontal light rays from the lamp, and the lower side of the 
dish was dipped in water to keep it moist. In this series of experi- 
ments, the nutritive medium contained ZYo agar-agar, twice as much 
concentrated as in other cases, for it was found impossible to keep 
the vertical position otherwise. The germinators were arranged in 
positions of different distances from the light source, viz., 70, 100, 141, 
200, and 282 cm. The relative illumination at each point was therefore 
1, 1/2, 1/4, 1/8, and 1/16 approximately, and since the 500 w. gas- 
filled tungsten lamp emits 625 candles in round numbers (the per- 
formance of the lamp was assumed to be appro.ximately 1.25 candles 
per watt (Walsh, 1923, p. 70.)), the above relative value may be 
expressed in meter candle as 1250, 625, 313, 156 and 78. Alternating 
current electricity supplied from the town was employed, which cir- 
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cumstance made the light intensity rather variable, so that high 
exactitude cannot be claimed for the above valuation. Actual estima- 
tion of the light intensity was not attempted. Along with these 
series, a parallel germination test in sunlight and with the vacuum- 
type tungsten filament Mazda lamp of 50 candles was carried out. 
In this latter case, a thermostat of 25“ was employed, and the distance 
from the lamp was regulated to 40 cm., .so that the illumination was 
reckoned to be roughly 31 2 mo. The other experiments were all 
carried on at room temperature. Results of these experiments are 
shown in Tables VIII-XI. 

With the range of the light intensity of the present experiment, 
the maximum limit of germination could not lie determined, nor could 
the optimal value, excojit for Equisetum arvoise, which germinated 
best in about 625 me. The other three si)ecies have a much higher 
requirement and the optimal light values seem to be beyond the 
highest point in the present study, i. e. 1250 me. of the gas tilled 
tungsten lamp. As for the minimal light value effective enough to 
cause germination, we wilt treat of it in connection with the experi- 
ments in the next chapter. 

In the case of all the four species studied, it is unanimously true 
that th(i germination rate in the light of an ordinary tungsten lamp 
is much higher than in that of the gas filled tungsten filament lamp, 
notwithstanding the lower light intensity of the former. This is 
evidently due to the difference in the composition of the light emitted, 
for the light in the former ease contains more red rays than the 
latter. The favorable effect of the less refrangible rays on the ger- 
mination is demonstrated by all the authors who treat of the subject 
(Hkald, p. 28; ScHui^, 1901-02, p. 85; Burgerstein, 1908; 
Klebs, 1917 a, 1917 b; Hautt, 1925, p. 4:36; Stephan, 1928 pp. :39:3, 
:397, 101.). 

Briefly speaking, the effect of light on the germination is very 
remarkable, and the rate of germination largely depends on the light 
intensity applied. Nevertheless, the range of the light intensity which 
effects the completion of the then obtainable maximal per cent germina- 
tion, if due time is allowed, is quite wide. Now, in my experiment 
of the study of viability, as constancy of the temperature was secured 
by means of thermostats and the lamp was lit inside them, the use 
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of a lamp of strong intensity necessarily caused an excessive rise of 
temperature beyond the optimal point, or we had to manage without 
strong light but with a favorable temperature condition. Of these 
alternatives, the latter method was resorted to, and in view of com- 
pensating for the weakness of the intensity, the tungsten filament 
lamp of the vacuum-type was employed, the light of which largely 
consists of the less refrangible rays. 

GERMINATION IN WEAK LIGHT AND IN DARKNESS. 

Though of but little consoquence to the theme of the pres<*nt 
study, the germination of the fern spores in weak liglit, and further 
in darkness, was studied in connection with the preceding experimtmt. 
Hence the brief account given below. 

A) Germination in weak light. 

As the light source, a vacuum type tungsten filament Mazda lamp 
of 5 candles was employed. Filter through the water layer was not 
applied in this case, as the heating effect was found negligible. Dis- 
tances from the light source were 1 and 2 meters, or converted into 
illumination intensity, 5 and 1.25 me. In Table XII are shown the 
experimental results from which we know that with light of very low 
intensity, we can still obtain unmistakably some rate of germination, 
which property is, however, naturally of specific difference in (piantity 
according to the material used. For instance, spoies of Osrnunda 
japonica have a much lower requirement than those of Osm, cinnamo’ 
mettf i. e., the former are capable of germination in a light so weak 
as to be ineffective for the latter. Still much weaker light is sufficient 
in the case of Equisetum and Driiopteris, In general, fern spores do 
not require high intensity of light at all, so far as only the germination 
is concerned. Klebs (1916, pp. 23, 76) reports that the spores of 
Pteris longifolia germinate quite abundantly with the osram lamp of 
below half a Hefner candle, and the spores of P. serrulata have still 
less requirement for light. 

B) Germination in darkness. 

Since the work of Borodin (1868) who first noticed the fact that 
the spores of some ferns fail to germinate in darkness, the problem 
has been subjected to the researches of numerous investigators, the 
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results of which do not, however, always fairly coincide. References 
to earlier researches are to be found summarized in Laage (1907, 
pp. 76-78), Schulz (1901-02, pp. 81-84), and Heald (1898, pp. 25- 
27). Furthermore, by Nagai (1914, pp. 320-321) and later by Harh' 
(1925, p. 429) are given reviews of the problem in tabular form. The 
cause of the discrepancy among different authors seems to be of 
quite a complicated nature. Other conditions which may interfere 
with the phenomenon in question are numerous; for instance, the 
culture medium, temperature, viability of the spore, duration of the 
experiment, the criterion for the germination etc., and minor differences 
in these factors seem to be effective enough to cause the discrepancy 
in the results. Taking these cii’cumstances into account, the consistent 
comparison of the results of former workers with one another is far 
from facile, nor does it seem appropriate in the present paper to 
engage in the discussion. I will presently proceed to report on the 
experimental data in my study. 

By way of the experiment on the effect of different light intensity 
on the spore germination, experiments were carried on to study the 
behavior of the fern spore sown in absolute darkness. The germinator 
and the substratum were the standard one previously described. 
Presently after the sowing of spores, the germinators were wrapped 
with blackened paper, encased in blackened zinc can, and set in place 
in the dark thermostat. The apparatus proved to be perfectly light 
tight. After 7-10 days, when the parallel preparations kept under 
favorable lighL condition showed quite high rate of germination, then 
the germinators in the dark were brought into the light for the fii’st 
time to be examined under microscope. The results are shown in 
Tables XIII-XVIII, on which brief comment will be given here. 

The spores of Equisetum arvense are capable of germination in 
the dark at room temperature. Application of high temperature 
resulted in an unfavorable effect. With regard to the spores o£ this 
species, most of the former workers agree in the point that positive 
results are obtained with the germination in the dark (Milde, 1853 ; 
Sadebeck, 1877, p. 45; Heald, 1898, p. 43). Schulz (1901-02, p. 
96) reports, however, that he could not obtain any spore of E, arvense 
geiminating in the daik. My experiment proved to corroborate the 
former case so far as the experim.ents at the room temperature are 
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concerned Application of high temperature resulted negatively. 

As for the germination capability of the Osmundaceae spores in 
the dark, contradictory results are reported even with the same species. 
The results of former workers arranged in tabular form are shown 
below : 


Species 

Germination 

Author 

Osmunda regalis 

— 

Kny, 1872. 


- 

Burgerstein, 1900. 

♦ » 

+ 

Laa<;e, 1907. 



Goppkrt.u 

Osm. cinnamomea 

— 

Burgers I'KixN, 1900. 

Osm, Claytoniana 

- 

„ 

Osm. gracilis 

-f 

Goppkrt.^5 


In my study of fern spores along the line of this problem, 1 have 
already demonstrated in the preceding section that the spores of 
Osm, cinnamomea show a higher demand for light than those of Osm. 
japanicGy and the germination capability of the former is arrested by 
far the more by the reduction of the light. Still more unfavorable 
is the absolute darkness, and we cannot find any spore of this species 
germinated in darkness. Osm, japonica has a little less demand for 
light than the preceding, and by the application of high temperature 
(25°), germination was attained to some degree. Such a favorable 
effect of high temperature on the germination in the dark was early 
recognized by Heald (1898, p. 43) in the case of Ceratopteris thalic^ 
troides and AlsojMla Loddgesii, On the other hand, Laage (1907, 
p. 85) holds a contraiy opinion in regard to all of his materials. The 
difference between my two species of Osmundaceae above mentioned 
with regard to the retiuii'emcnt for light quantity is further proved 
by the fact that Osm, japonica germinated to some degree in case 
of exposure to mid-day sunlight, one or ten minutes daily for ten 
days, while Osm, cinnamomea failed entirely to germinate in the same 
condition (Tables XIV-XV). 

The spores of Dryopteris and Woodwardia did not germinate in 
the dark either at high temperature or at room temperature. 

n cited in Laagk (1907;. 
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The materials used in the above study, excepting those kept at 
higher temperatures, were still quite vital at the close of the experi- 
ments in the dark, and if kept further under proper light condition 
to observe their later fate, showed very high per cent of germination. 
Also, the control prepsiration, that is, those kept under diffused light 
from the beginning, showed an equally high percentage. By the way, 
it may be noticed that in the case of a positive result in the dark, 
(mly the first cell divisions were recognized and the typical formation 
of the rhizoid was not established. 

(IKItMlNATION IN ANAEROBIC CONDITION. 

The oxygen relation of the germination was repeatedly dealt with 
in many elaborate papers with regard to the seed, and especially in 
connection with the question of the delayed germination (Shui.l, 1911 ; 
Gassner, 1911; Crocker, 1906; Bihlmkykr, 1927; Boiimer, 1928). 
Thus it is generally accepted that an oxygen supply is indispensable 
for most seeds to germinate (Cowles, 1911, p. 933), though some 
exceptional cases are also reported (Takahashi, 190,^; Crocker, 1907; 
Crocker and Davis, 1911 ; Nagai, 1916; Morinaga, 1926; Terasawa, 
1927). 

As for the fem spores, far less study has been performed with 
especial regard to the subject. Schindler (1926) noticed that the 
fern spores, when sown in liquid medium, show a difference in the 
rate of germination between those laid on the surface and those sunk 
below, and he takes the difference in the oxygen supply as responsible 
for this phenomenon. In my study of the substratum, liquid medium 
was studied also, but, since the depth of the medium was quite little 
(about 5 mm.), no difference was noticed between the surface and 
the bottom. If, however, the oxygen supply is entirely arrested, a 
remarkable influence can be observed. The fern spores seem to be 
incapable of germination under absolutely anaerobic condition. The 
fact is proved by the following experiments (Table XIX). Spores 
were sown in the germinator with the standard substratum and the 
germiantors themselves were placed on the middle shelf in a glass 
vessel with plain glass top. The capacity of the vessel was about 
2000 cc. At the bottom of the vessel were put beforehand 25 9^ 
pymgallol 1 volume and 6?^ NaOH 6 volume in separate containers. 
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After the air in the vessel was replaced with hydrogen gas, the 
chemicals were mixed together, which is sure to absorb the trace of 
oxygen if any (Mayer, 1903. p. 148). The experiments were conducted 
either in daylight or with artificial light in a 25® thermostat. The 
materials used were Equisetum arvense^ Osmunda japonica, Osm, 
cinnamomea, [}ryapteris viridescensy and Woodwardia orientalis. All 
of them failed to germinate in the anaerobic condition, so long as 
the duration of the experiment did not exceed one week, which is 
sufficient time to get the full germination per cent under aerobic 
condition. As for the proof that the materials were (luite viable, the 
per cent of germination in the aerobic condition may be consulted, 
which is noted also in the table. The preparations, after rc'rnaining 
one week under the anaerobic condition, were exposed to a free supply 
of air in the laboratory. After one week in the new condition, the 
rate of the germination was counted again, which results mv given 
in column 6, showing that the Equisetum and Dryopteris spores are 
far less resistant than the others. 

II. On the viabiuty of the fern spore. 

So far wc have dealt with some of the features of the germination 
physiology of the fern spore with respect to external conditions. We 
will now proceed further to the question of their viability. 

Taking into acccount the fundamental function of the spore, I 
have adopted the germination capability as the index of the viability. 
Spores were stored under various conditions after they were collected 
from the fields, and tested for the rate of germination from time to 
time. As for the conditions for germination, the knowledge obtained 
in the preceding sections was consulted. It is obvious that whether 
a spore is potent to germinate or not must not be deci<led with 
experiments under unfavorable conditions. To take an extreme case, 
if we sow the spores under a bad condition, say, in a dark, cold 
place without oxygen supply, they are sure to fail to start germination 
though potent enough if placed under a better condition. Hence 
the imperative necessity to afford the optimal condition in such an 
experiment. Now, we have studied in the preceding sections about 
some of the more important factors in germination, viz., substratum. 
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temperature, illumination and oxygen supply, and learned roughly the 
general tendencies. To combine all of the optimal conditions was, 
however, unable to be attained in practice. For, as a matter of fact, 
we cannot afford to prepare different conditions for each different 
species. Moreover, the thermostat available had to be illuminated 
with a light source inside, which naturally made it impracticable to 
combine high light intensity with rather low temperature. Limited 
by these circumstances, we were compelled to re^)rt to as optimal 
conditions as practicable, if not absolutely so. Thus we applied the 
temperature of 25** for all of the species, since this temperature is 
almost equally favorable to all of them. As a light source the vacuum 
type tungsten filament Mazda lamp of 50 candles was employed and 
the germinators were fixed at a distance of 40 cm. from the light 
source. Tlie favorable effect of this arrangement as compared with 
the gas filled tungsten lamp w^as demonstrated in the earlier part of 
this paper. 0.1 9^ Knop’s solution added with \yo agar-agar was 
used as culture medium, which though a little inferior to those without 
agar-agar, is almost equally effective for obtaining the ultimate per 
cent of germination. As for the supply of oxygen, no positive con- 
trivances were attempted, but considering the I’etarding effect of oxygen 
deficiency, attention was paid to prevent the cover of the dish from 
fitting too tightly, so that free communication of air over the surface 
of the substratum was secured. The germinator vessels and the 
procedure of counting the per cent of germination were the same as 
in the preceding experiments. The experiments were carried on until 
the germination per cent was reduced to nil, and the spores in the 
germinator vessels were discolored away. ITiis critical point was 
assigned as the limit of the span of the life. Four species mostly 
were studied, viz., Equiseium arvense, Osmunda japonica, Osm, cinna- 
momea, and Dryopteris viridescensy and in some cases, studies were 
extended to Woodwardia orientalis and Matteuccia struthiopteris as 
well. Four different aspects were considered with respect to the 
present problem. First, specific difference in the longevity of the 
spores; secondly, the effect of different methods of storage; thirdly, 
the iflterrelation between the specific difference in the longevity and 
the other propertic's of the spore.s ; and finally, the relation of viability 
decline to the change in the catalase content. 
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SPECIFIC DIFFERENCE IN THE LONGEVITY OF THE SPORE. 

Experiments on this point was carried on in 1925, but with no 
special regard to observe the strictly uniform conditions for germination, 
so that no absolute value can be claimed for the obtained results. 
It seems nevertheless valid enough to indicate that the difference in 
the longevity of the spore due to the species is (juite remarkable. 
ITierefore, the extract from the protocol concerning the per cent of 
germination of the spores is given in Tables XX, 1~6. In this set 
of experiments, preliminary study with regard to the keeping (juality 
of different storage methods was also undertaken. As the matter is, 
however, to be treated of in detail in the succeeding chapter, mention 
will be limited here to those spores kept in the ordinary condition 
of the laboratory, packed in paraffin paper sacks exposed to diffused 
light from the north window, and having temperature and humidity 
controlled in no way. 

Here are summarized from the ta!)les the time-limits of the spores 
of the six species when kept under such a condition: 


Etjuisetum arvense^ 

day 

(hmunda japonica^ 


Osm. cinnamomea. 

W-54 „ 

Dryoptcris viridescens. 

92 107 „ 

Matteuccia struthiopteris. 

1.38-U9 „ 

Woodwardia orientalis. 

17t-191 


Remarkable is the extraordinary brevity of life of the Eqinsetum 
spore, which property was naturally often noticed by former workers 
who engaged in the study of this species (Milde, 1851, p. 621 ; 
Duval-Jouve, 18&1, p. 95; Schulz, 1901-02, p. 98; Stephan, 1928, 
p. 399; Gistl, 1928, p. 257). Osmunda cinnamomea and Osm, japonica, 
too, lose their viability after a comparatively short period. This fact 
is also coincident with the observations in the former researches on 
Osmundaceae spores (Sadebeck, 1881 ; Laage, 1907, p. 82). Dryct 
pterisy Matteuccia and Woodwardia come next in the order. Of the 
six species studied, Woodwardia was the most long lived, but even 
with this one, the span of life was nevertheless observed not to exceed 
191 days. It must be kept in mind, however, that these numerals 
concern only those spores which were kept in the ordinary condition 
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of the laboratory, with temperature and moisture regulated in no way, 
and of which absolute exclusion of the light was not aimed at, as 
they were only packed in paraffin paper sacks. Different conditions 
may greatly alter the value, for instance, storage in the dark and in 
a dry condition is far more favorable for keeping the viability. We 
can find in literature, examples of the long life of fern spores (Sade- 
BECK, 1881; CoLELY and Druery, 1904, p. 13; Wright, 1909), most 
of which seem to owe their longevity to the storage in a dark condi- 
tion, though the specific! character must be at least equally respected. 

EFFECT OF DIFFERENT METHODS OF STORAGE AND THE 
REDUCTION OF THE VIABILITY DUE TO AGE. 

In the course of the preceding experiment, the effect of different 
methods of storage was preliminarily studied, which yielded some cases 
of intereU. In 1926, accordingly, further studies with spec-ial respect 
to this problem were undertaken. Four species of comparatively 
short life, viz., Equisetum arvense, Osmtinda japonicay Osnt. cinnamo- 
meoy and Dryojyteris inridescens were applied as materials of the study, 
and three kinds of fcictors, light, temperature, and moisture were 
studied. 

In connection with the light relation, the effect of direct sunlight, 
the .same filtered through red glass, the same filterd through blue 
glass, diffused sunlight in the laboratory, and lastly storage in darkness 
were compared. As for the temperature relation, storage in a 25** 
thermostat, in the ordinary room temperature of the laboratory, and 
in a refrigerator (Mannesmann’s electric refrigerator was employed, 
in which the normal range of temperature was (~2'’)-4‘* for the winter 
and for the summer), and in a receptacle immersed in the 

brine of the ice manufactory (-11** to -16 ) were compared. Finally, 
with regard to the moisture relation, the effect of desiccation (exsic- 
cator with 1/4 total volume filled with CaClj was employed) as 
contrasted to the storage in the ordinary room humidity, was studied. 
In studying the effect of exposure to the light, the spores were spread 
over' the paraffin paper in a Petri dish, so that an overshadowing of 
each other was prevented. In other cases, small tube bottles were 
employed as the receptacles. Various combinations of the above three 
factors were studied, except what was impracticable, for instance, we 
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were unable to study the low temperature combined with exposure to 
light, as the refrigerator admits no illumination. At any rate, the 
results obtained do not fail to show, to some degree, the general 
features concerning the problem. As for the conditions for the ger- 
mination study, those given in the previous part (p. 148) were strictly 
observed throughout. 

Protocols of the experiments are compiled in Tables XXI- XXIV. 

We can perceive from these tables the general tendency that a 
dark, cold, and dry condition seems to be more favorable than a 
light-exposed, warm, and moist one. In Equisetumy slight deviation 
from this general tendency was encountered concerning the moisture- 
relation in the higher temperature. This species is, however, not quite 
appropriate for studying these problems, as it is excessively short-lived, 
so that whether the discrepancy is idiosyncratic in reality or not, could 
not be decided clearly. 

Red light seems to be more destructive than blue in the case of 
Equisetum and Dryopteris, while a reverse result was obtained with 
Ostnunda japonicay and lastly, no distinction was observed with 
Osmunda cinnamomea. Concerning this point, however, my experi- 
ments were not at all conclusive, as direct sunlight, even after the 
transmission through the color filter, is too intensive to afford a 
comprehensive resolution of the two with respect to their destructive 
effects. Therefore, further study is necessary to resolve the distinction. 
Storage in Hydrogen gas 5 rielded no remarkable effect as compared 
with that in ordinary air. In all of my material, reduction of viability 
due to the age is clearly demonstrated (A few anomalous cases which 
are probably due to some uncontrollable variation in the conditions 
for germination could not be excluded.), which property seems to be 
shared by almost all of the fern spores (Laage, ltK)7, p. 82 ; Ro(;ers, 
1923, p. 76; Stephan, 1928, p, *389). 

DIFFERENCE IN VIABILITY AS RELATED 
TO OTHER PROPERTIES. 

In the preceding chapters we have reported on the a)mparison of 
the longevity of the fern spore, the decline of viability with age, and 
furthermore, the influence of external conditions on their keeping 
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capacity. Now, it naturally follows that these differences in viability 
of the spore must necessarily be correlated with their physicochemical 
constitution. In the present section, accordingly, some properties of 
the spore are investigated and brought into comparison with one 
another to see whether they have some parallel relationship to the 
question of their viability. 

i. Water content of the spore. 

In general, the fern spore collected freshly shows far less value in 
its water content than the vegetative cells. These values are to some 
degree comparable to the water content of the seed of the Phanero- 
gam, which is reckoned to bo 10% or therealxmt (Skene, 1924, p. 
399). The actual values measured are shown in Table XXV. 

On inspection of the table, we can notice that these fern species, 
when arranged in order according to their’ water content, perfectly 
coincide with the order in the table on page 149, which represents the 
comparison in length of their span of life. The fact is interesting ir. 
particular that the Equisetum spore which is remarkable for its extra- 
ordinary short life, contains a far larger amount of water than the 
others, having half of its weight consisting of water. / 

Generally speaking, the scanty water content is accounted foi; as 
the characteristic of seeds and spores, because the protoplasm^ of 
such composition is much more resistant against hard conditions. 1^ 
fact that the Equisetum spore contains a larger amount of water than 
the others suggests that it represents rather a fragment of a vegetative 
body than an ordinary disseminule, and their unusual brevity of life 
may be at least partly due to this property, although the other 
properties, such as the nature of the spore wall and that of the reserve 
substances as suggested by Schulz (1901-02, pp. 94, 96) are also 
responsible. The same principle may be applicable to the case of 
the Osmundaceae spores, that is, in this case also, the abundance of 
the water content, besides other characters noticed by Knv (1872, p. 
3). and Laage (1907, p. 83), is distinct in contrast to the other longer- 
lived species. 



GERMINATION OF THE SPORES 


153 


ii. Respiration intensity of the spore. 

We have above just learned of a remarkable similarity between 
the spore and the vegetative cell of Equisetum as contrasted to other 
species, with respect to the water content, one of the fundamental 
factors in the cell constitution. It seems, accordingly, highly probable 
that the Equisetum spore exhibits activity in vital phenomenon similar 
to a vegetative cell, while the reverse is the case with other species. 
The fact is fairly demonstrated with the phenomenon of respiration, 
about which, the result of experiment will be reported below. 

The materials used were the following five specnc^s, Equisetum 
arvense, Osmunda japonica^ Osm, ciniiamomea, Dryopteris viridescens, 
and Woodwardia orientalis. As the container for the spore a wide- 
mouthed glass bottle of about 20()cc. capacity was employed. 3 to 
4 g. of the material was put into the receptacle, lowered into the 
constant temperature water bath with electric heater and regulator, 
and a current of COj free air was constantly supplied. The COg 
produced in the respiration was determined by means of the volumetric 
method in the usual manner. 

The duration of the experiment was usually 6-8 hours. In the 
Table XXVI, the COg gas developed is expressed in mg, per 24 hours 
per 1 g. of the spore material. 

From the table we can perceive clearly that the Equisetum spore 
far exceeds the others in the respiration intensity, the values for the 
latter being mostly under the limit of the experimental error, even at 
the higher temperature. Only the spore of Woodwardia exhibits a 
slight sign of respiration. More remarkable is the contrast at the 
lower temperature, for, at 15", only the Equisetum spores were seen 
to respire, all the others being devoid of the capability. As for the 
Equisetum spores, the respiration intensity at 25" is roughly twice as 
large as at 15". The decline of the respiration intensity with ago is 
also demonstrated in the table with the Equisetum spore. 

Thus we can establish here again a close relationship between the 
brevity of life and other physiological features of the Equisetum spore. 
But, as to whether this principle may be applicable further to the 
longevity of other species cannot be decided, as the respiration intensity 
of all the other species is too small to allow a consistent comparison. 
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iii. Catalase content of the fern spore. 

The physiological significance of the catalase has been discussed 
by many authors, who do not reach a coincident conclusion. Opinion 
prevails, however, that the enzyme plays an important role in connec- 
tion with the metabolic activity, and the matter has been often treated 
in the physiology of the seed. To determine the same with the fern 
spores, the writer carried on some experimental studies, of which the 
results are given below. 

Measurement of the catalase activity was performed by means of 
Appleman’s method*^ (Appleman, 1910, p. 184, 1916, p. 226 ; Crocker 
and Harrington, 1918, p. 139) at 25“ and rocking (W~80 times per 
minute. The spores were ground in a glass mortar, to which was 
added 10 cc. Aqua and a small quantity of Ca-carbonate. 10 cc. of 
H 2 O* (about Sfi) was always given. Quantities of the spore used 
were not constant throughout these studies, but were arranged roughly 
to be inversely proportional to the activity of the catalase. In the 
accompanying tables, the average value for two or three measurments 
is given, the activity being represented by the volume of Og evolved 
in cc. per 0.1 g. of the fresh or dry weight of the material. There 
arc annexed also in the table the dry matter content and the germina- 
tion per cent of the spore as well. (For determining the per cent of 
germination, the condition given on page 148 was observed throughout.) 

a) Specific difference in the catalase content. 

Five species were studied ; Equiselum arvense, representing the 
most short-lived spore and the others somewhat longer-lived. The 
results obtained are shown in Table XXVII. From these values in 
the table we can learn but little concerning the relation of the catalase 
activity to the problem of longevity. Remarkable is the fact that 
Osmunda japonica and Osm. cinnamomea, the two closely related 
species, show a marked similarity both in the longevity and the catalase 
content as contrasted with other species. 


OAn improvement has been lately introduced by Overmolser ( 1928 , p. 286 ). 
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b) Reduction due to age. 

The catalase content of the spore is not stationary at all through 
the life of the spore but decreases constantly, the course of decline 
being naturally influenced largely by the environmental condition or 
the method of storage. We will now treat of these lines of the 
problem, and first with regard to the age of the spore kept in a 
certain definite condition. For this purpose, spores of Equiselum 
arvense, Osmunda cinnamomea and Osm. japonica w(Te utilized as 
materials of the study. As for the storage condition, uniformity of 
method for all the species was not observed, as the keeping properties 
of the spores are specifically somewhat different (p. 151). Although 
storage in a dark cold place is more favorable for all of them than 
in an ordinary laboratory room, they behave themstdves somewhat 
differently with respect to moisture conditions. So that in the present 
case, to keep their viability as well as possible, we have applied the 
storage in dark cold, and non-dry condition for Equisetum, and storage 
in a dark, cold, and desiccated a)ndition for Osmundaceae. Catalase 
activity was determined from time to time after the method described 
above, and at the same time the per cent of germination was counted. 
The obtained results are tabulated in Tables XXVIII-XXX. They 
clearly demonstrate that the catalase activity coincides with the ger- 
mination capability in the general tendency that they both suffer from 
gradual reduction as their age increases. 

c) Effect of the different storage methods. 

We have already learned in regard to the catalase content of the 
spore that it does not remain stationary during the period of storage 
but is gradually reduced in its activity. The rate of reduction is, in 
its turn, not uniform in all cases. On the contrary, it is largely 
influenced by the conditions given by the storage method, as is the 
case with the viability of the spore. A few experiments were under- 
taken with respect to this question with the same three species as in 
the preceding section. As for the conditions in the storage methods, 
two factors were subjected to study, viz., temperature and moisture. 
As is previously described on page 150, concerning the conservation of 
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viability, high versus low temperature, and a dry versus non-dry 
condition were investigated, and the same methods used there were 
applied here as well. Different effects of other factors were not 
studied. Experimental data obtained with the above three species are 
shown in Tables XXXI~XXXIII. Examining these tables, however, 
we can perceive no definite tendency of general applicability. The 
effect of a certain single factor on the conservation of the catalase 
content of the spore differs according to other environmental factors 
and the material used. Thus the dry storage is favorable for Equi- 
setum spore at low temperature while the reverse is the case with 
the same spores at high temperature. Another example of complication 
is shown by the spore of the Osmunda cinnamomea, for which, in a 
diy condition, high temperature is more favorable for the conservation 
of the catalase, while in a non-dry state, the low temperature keeps 
its activity the better. Briefly speaking, the relation seems to be too 
intricate. The properties of the spore constitution must each be 
provided with idiosyncratic features. 

We have learned elsewhere that between the storage condition 
and the keeping capacity of the viability of the spore, there is a 
certain tendency of general applicability to some extent. In the present 
tables, we have attached also the exf)erimental data concerning 
this line of the matter, being represented in the lowermost row of 
the tables in the form of the per cent of germination. Taking these 
figures into account, we can compare at the same time the keeping 
capacity of the catalase content and that of the germination capability 
with respect to the storage method. The result of the comparison 
proves to be quite confused, and consistent relationships between these 
two features cannot be established so far as my experimental results 
are concerned. 


d) Difference dm to treatment. 

So far . we have been dealing with the catalase activity, with the 
spore materials ground fine in the mortar. Modification of the pro- 
cedure naturally leads to different results. The following experimental 
data are reported here as an example of this truth. In the course of 
our study concerning the catalase activity, comparison of the oxygen* 
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development from the ground spore and the intact spore was under- 
taken, the results of which are to be found in Tables XXXIV-XXXVI. 
The experiments usually proved quite remarkable differences between 
these two, the magnitude of the difference being, in turn, dependent 
on the species and the age of the spore. Thus we can distinguish 
quite a favorable effect of grinding with the fresh spore of Equisetum, 
but a little later, when the spore is only 13 days old, the favorable 
effect is largely reduced, and still later, with a 1 year old spore, 
almost no distinct difference is to be noticed. As for the Osmunda- 
ceae spores, the favorable effect of grinding is distinguished with 
spores both fresh and old, although in the latter case the distinction 
is diminished to some degree. 

The accelerating effect of grinding may be attributed partly to 
the increase of the working surface of contact between the plasma 
and hydrogen peroxide, and partly to the destruction of the spore 
wall. Now the fact that this favorable effect decreases as the days 
go on suggests either that the interference due to the spore wall is 
diminished, or that the catalase in the more interior part of the spore 
suffers from reduction more rapidly. Which of the two possibilities 
is the more probable we cannot determine. At any rate, the specific 
difference cannot be neglected in either case if we compare the results 
on Equisetum with those on Osmundaceae, 

Resume. 

1. The present work is concerned mainly with the following two 
aspects of the physiology of fern spores, namely, the question of the 
influence of the external conditions on the germination, and the via- 
bility of the spore. The former question is treated in Part 1 of the 
present paper and the latter in Part 2. 

2. The following five species of Pteridophyte were mostly employed 
as the materials for study, namely, Equisetum arvense L., Osrnunda 
japonica Thunb., Osm. cinnamomea L., Drifopteris viridescens O. 
Kuntze, and Woodwardia orientalis Swartz. In a few cases, studies 
were extended to Matteuccia struthiopteris (L.) Todaro. 

3. Viability of the spore was represented by the germination 
capability and those spores which exhibit the first cell division in the 
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germinator were taken as being capable of germination. 

4. Of the three substrata studied (0.1 9^ Knop’s nutritive solution, 
the same with 1 Yo agar-agar added, and distilled water), the first one 
always proved the most favorable for germination. But so far as the 
ultimate per cent of germination is concerned, the distinction was 
practically negligible between the first and the second. For the later 
development, that is, the growth of the prothallia, the second was 
preferable. As for the germination in the pure water, specific dif- 
ferences were noticed. While Dryopteris^ Woodwardia and Matteuccia 
were incapable of germination in pure water, two species of Osmunda- 
ceae showed some rate of germination, though it was not very striking. 

5. With respect to the temperature, the five species studied did 
not e\hibit any remarkable variation. They all agreed in the general 
tendency that they have the optimum at about maximum a little 
lower than 40^ and minimum at about 10°. 

6. Germination tests with respect to the illumination were carried 
on. The results show that rather high intensity is favorable for 
germination when the light from the ga.s-filled tungsten-filament lamp 
is applied. Neither the maximal intensity of illumination to effect the 
germination nor the optimal value was able to be determined, except 
for Eqtiisetum. For Equisetum, the optimum was found at 625 me. 
or thereabout. 

7. Illumination of lower value than the optimum is still effective 
enough to obtain full per cent of germination, provided a sufficient 
time of application is allowed. 

8. The light of vacuum-type tungsten-filament lamp was far more 
favorable than the gas-filled one. 

9. The Effect of sunlight was studied in some cases, which proved 
that the diffused light is quite favorable, while the direct rays are 
fatal. 

10. In very low intensity of illumination, most of the spores 
studied were capable of germination. Only in one case, that is, the 
spore of Osmunda cinnamoTma, was the minimal value for germination 
attained. The spore of this species did not germinate in illumination 
lower than 1.25 me. of the vacuum-type tungsten filament lamp. 

11. Spores of Equisetum arvense and Osmunda japonica were 
proved capable of germination in the dark, the former at the room 
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temperature and the latter at 25**. Spores of Osmunda cinnamomea, 
Dryopteris viridescens and Woodicardia did not germinate in the dark, 
either at the room temperature or at higher temperature. 

12. In absolutely anaerobic condition, all the spores failed to show 
any sign of germination. 

13. The life of the spore kept in the laboratory was studied. 
The span of life was different spe:'ifically. The following values were 
obtained in my study: Woodwardia, 171-191 days; Matteuccia, 13S- 
149 days; Dryopteris, 92-107 days; Osmunda cinnamomea ; 13 -31 
days, Osmunda japonka, 23- \S days, and Equisetum arvense, 10 21 
days. 

1 1. The storage in a dark and cold condition was more favorable 
for keeping the viability than a light-exposed and warm one. 'Fhis 
tendency seemed to be generally applicable. As for the moisture 
relation, the spores of most species agreed in preferring the dry 
storage, while it was not the case with Equisetum spores at a higher 
temperature. 

15. Red light seemed to be more destructive than l)lae in the 
case of Equisetum and Dryopteris. Fhe case is reverse 1 with Osmunda 
japonica, and no remarkable distinction can bo observed with Osmunda 
cinn momea, 

16. Storage in Hydrogen gas yielded no remarkable effect as 
compared with that in the ordinary air. 

17. The water content of the spores of my study varies from 
5.9 to 49,18 according to the species. Quite remarkable is the 
close relation of the amount of the water content and the span of 
life. The Equisetum spore which is noted for its brevity of life is 
also peculiar in its abundant water content. 

18. Equisetum spores are idiosyncratic also in the fact that they 
alone show a decided sign of respiration, 

19. Catalase content of the spores was determined and their 
reduction due to age was demonstrated. 

20. The relation of temperature and moisture on the conservation 
of catalase activity wa^ studied, only to attain too complicated results 
to make generalization possible. 
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Table I. 

Comparison of culture media, Experiment 1. 

Material: Dryopteria viridescens, lot no. 5, 73 days after collection. 
Woodioardia orientalia, lot no. 5, 73 „ „ „ 

Matteuccia atruthiopteria^ lot no. 5, 84 days after collection. 
Culture media: I. 0.1^ Knop’s solution. 

II. The same added with agar-agar. 

III. Aqua redestillata.* 

Light condition: Diffused light from the north window. 

Temperature: 17.5®-21.5° 



Species 

Dryopteria 

Woodwardia 

Matteuccia 

Culture media 

I 

II 

III 

I 

II 

Ill 

I 

II 

III 


in 2 days 

28 

0 

0 

0 

0 

0 

0 

0 

0 

o § 

c s 

»» ^ *» 

63 

41 

0 

0 

0 

0 

0 

0 

0 

u a 

o.g 

» 5 M 

94 

91 

0 

43 

43 

0 

17 

14 

0 

U C 

» 6 „ 

99 

96 

1 

0 

77 

72 

0 

41 

26 

0 

Qu &C 

60 „•* 



0 

— 

— 

0 

— 


0 


* Inside of the germinator vessels paraffined. 

Counting wa.s not practicable for I and II because of the excessive cover- 
ing area of grown prothallia. 


Table II. 

Comparison of culture media, Experiment 2. 

Material: Osmunda japonica^ lot no. 5, 3 days after collection. 

Oamunda cinnamomea, lot no. 5, 3 days after collection. 
Culture media I, 11, and HI, the same as in Exp. 1. 

Light condition: Diffused light from the north window. 
Temperature: 18.5‘*-23®C. 



Species 

Osmunda japonica 

Osmunda cinnamomea 

Culture media 

I 

ii 

III 

I 

11 

111 

'^1 
■a -S 

in 1 day 

» 

0 


0 

0 

0 

„ 2 days 

47 

0 

0 

0 

0 

0 

S 10 

8. a 

.. 3 „ 

96 

65 

2 

45 

30 

0 

b i 

6 „ 

100 

98 

6 

95 

95 

0 

a. Si 

7 

»» ' »» 

100 

100 

12 

98 

98 

o 
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Table III. 


Effect of temperature, Experiment 1. 
Equisetum arvense, no. 6, a-d. 



Material 

no. 

6a 

no. 6 b 


no. 

6c 

no. 6d 

Age of the spore 
(in days) 

6 



4 


4 


5 

Temperature 

W : 

26'' 


26® : 

30“ 

30“ : 

35° 

40^ 


in 1 day 

0 

16 

0 

4 

6 

0 

0 

0 

c 

„ 2 days 

8 

44 

1 

45 

50 

0 

0 

0 


„ 3 „ 

41 

81 

8 

9.S 

7.3 

9 

1 

0 

c 2 
g.| 

4 „ 

60 

86 



— 

22 

5 

0 

S; P 

M 3 M 

74 

90 

88 

95 

86 

47 

10 

0 


.. 6 „ 

87 

92 

90 

97 

91 

61 

21 

0 


7 .. 

01 

94 

90 

97 

94 

G5 

24 

0 


Table IV. 

Effect of temperature, Experiment 2. 

Ostnunda japonmu lot no. 6 a. 


Age of the spore 
(in days) 

1 

1 

258 


18 


8 

28 

48 



Tem|>erature 

|6“-10“ 

: 15’ : 

20" 

20° 

25° 

26' 

: 30“ 

1 

.30’ 

.36° 

30“ : 

40° 


in 

1 day 

; 0 

0 

0 

0 

0 

0 

3 

! 0 

0 

0 

0 

c 

c 


2 dfiys 

! ^ 

0 

0 

0 

20 

79 

86 

; 21 

0 

6 

0 

ec 

C 


3 

1 0 

0 

2 

1 

3 

,39 

90 

9,3 

: 26 

11 

28 

0 

I 


4 

1 0 

1 

0 

13 1 

12 

77 

97 

92 

67 

12 

1 48 

0 

u 


6 „ 

0 

0 

26 1 

.34 

87 

97 

96 

‘ 69 

12 

! 48 

0 

o 


0 

1 

1 0 

1 

3.6 

31 1 

70 

95 

97 

95 

1 74 

20 

' 40 

0 

c 

a. 

o 

1 

7 „ 

I 0 

G.5 

31 

82 

96 

96 

95 

, 80 

27 

' 02 

0 


i ” 

H „ 

1 

1 - 

— 






I 

27 

; 



1 

10 

i 0 

24 

40 
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Table V. 

Effect of temperature, Experiment 3. 
Osmunda cinnamomea, lot no. 6. 


Age of the spore 
(in days) 


254 


24 

n ' 

35 

45 


Temperature 

7 

16" : 

20" 

20" t 

26“ 

25’ : 

30* 

30’ : 

36° 

30" : 

40“ 


in 

1 day 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

^ o 


2 days 

0 

0 

0 

6 

16 

61 

27 

28 

6 

9 

0 

® o 

4-1 ‘U 


3 

0 

0 

8 

12 

35 

60 

50 

66 

16 

; 36 

0 

C (Q 


4 

0 

0 

29 

58 

67 

85 

66 

71 

32 

49 

0 



ft » 

0 

0 

45 

70 

77 

87 

84 

75 

38 

68 

0 


6 


0.5 

53 

' 76 

83 

1 90 

84 ' 

76 

43 

i 70 

0 

CU 60 

»» 

7 

0 

4 

68 

! 79 

85 

1 90 

90 

' 80 

C9 

76 

0 


>> 

10 

! " 

21 

80 

1 






1 



Table VI. 

Effect of temperature, Experiment 4. 
Dryopteria viridescenst lot no. 8. 

Age of the spore, 6 days after collection. 


Temperature 

lO'-ll" 

0 

1 

20“ 

26“ 

so* 

36" 

40* 


in 1 day 

0 

0 

2 

10 

0 

0 

0 

O TO 

„ 2 days 

0 

0 

31 

71 

11 

12 

0 


„ 3 

0 

39 

61 

93 

24 

21 

0 

0) c 


0 

67 

84 

1 97 

36 

35 1 

0 

l! r 

»» 3 »* 

0 

83 

92 

1 99 

46 , 

43 

0 

^ u 

O. So 

■ 6 .. 

4 1 

88 

96 

1 99 

i 1 

! 48 

1 0 

7 „ 

! 14 

I 90 

98 1 

1 100 

1 54 1 

1 49 

I 0 


Table VII. 

Effect of temperature. Experiment 5. 
Wooduoardia orientalise lot no. 8. 

Age of the spore, 6 days after collection. 


Temperature 

lOMl* 

0 

t*- 

i 

20* 

to 

CJ 

30* 

' 36* 

40° 


in 1 day 

0 

0 

0 

0 

0 

1 0 

0 

® 1 

If 2 cIavs 

0 

0 

0 

0 

4 

0 

0 


„ 3 „ 

0 

0 

4 

43 

59 

1 10 ■ 

0 

§.i 


0 

0 

40 

87 

78 

; 37 

1 0 

“ 1 

>• 0 » 

0 

0 

81 

88 

86 

: 70 

0 

<u o 

A , Kf\ 

» 0 „ 

0 

16 

88 

90 i 

91 

1 86 i 

i 0 

MM W 

7 „ 

0 

55 j 

1 90 

-92 j 

94 

90 ' 

0 
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Table Vlll. 

Effect of illumination, Experiment 1. 

Equisetum arvensef lot no. 6 c. 

Age of the spore, 23 days after collection. 

Light source, gas*611ed tungsten-filament lamp except for the last column. 


Temperature 

Room /average of daily maxima, 17^\ 
temp.V „ „ „ minima, 16®/ 

j 26® 

Illumination 
(in ra c.) 1 

1260 j 

626 

313 

166 

78 

j Qio/vacuum tungstenX 
j ‘^^^Vfilament lamp / 

® g ! in 3 days | 

67 i 

62 

20 

10 

0 

1 — 

S’i §' 7 

® c*S ” ' ” i 

69 1 

68 

23 

24 

8 

i 

<3 & „ 14 ,. 1 

“ 1 

71 

74 

27 ' 

8 

! 


Tai*i.k IX. 

Effect of illumination, Experiment 2. 

Osmunda japonica, lot no. 6 a. 

Age of the spore, 16 days after the collection. 

Light source, gas-filled tungsten lamp except for the last 3 columns. 


I K.O,, St: !^) : 


Illumination 
(in me.) 

1260 

026 1 SIS 

166 

; 78 

1 Sunlight 
! direct 

diffuted 1 

vacuum tung-\ 
^sten lamp. / 

u 

in 3 days 

61 

19 ! 9 

2 

0 

1 ® 

64 1 


ill 

7 

fi * »» 

86 ! 

86 j 71 ! 

69 

i 

1 i 

91 1 

98 

o 
i Qfi 

,.14 „ 

i 96 

96 i 98 ; 

96 

! 

1 - ! 

96 ' 

— 


Tablb X. 

Effect of illumination, Experiment 3. 

Osmunda cinnamomeOf lot no. 6. 

Age of the spore, 11 days after collection. 

Light source, gas-filled tungsten lamp except for the last three columns. 




||||||||R9^^ 








■Tiwiwifiw?W 






KfB 
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Table XI. 

Effect of ilhimination, Experiment 4. 

Dryopteris tnridescentf lot no. 6. 

Age of the ipore, 54 days after collection. 

Light source, gas-filled tungsten lamp except for the last 3 columns. 


Temperature 

Room <>1 

25® 

Illumination 
(in me.) 


625 

313 

156 

78 

Sunlight 

direct 

Do. 

diffused 

tung-\ 

■‘‘^Vbten lamp. / 


in 3 days 

88 

81 

64 

' 44 

18 


i 


111 

>. 7 

98 

97 

93 

91 

92 



98 


,.14 .. 

98 


96 

92 

93 

1 

1 

1 

— 


Table XII. 

Per cant of germination in weak light. 


Species 

Age of 
spore after 
collection 

Tempera- 

Per cent of 


Illumination 


ture* 

germination 

6 me. 

1 . 25 m c. 

in diffused 
sunlight 

Equuetum 



in 7 days 

21^ 

21^ 

_ . 

inverue 

4 days 

IS"-! 6* 




lot no. 6 d 


14 

36% 

38% 

— 

Dryopieria 

virideaeenB 

40 

18M5* 

7 

„ • „ 

23% 



lot no. 6 



.. 14 „ 

64% 

4% 


Otmunda 



.. 7 „ 

8% 

2% 

mi 

Mponica 
lot no. fib 

11 „ 

21M9® 

.. 14 

17.6% 

2.6% 

94U 

Oimutuia 

cinnamomea 

11 „ 

19°-13“ 

7 „ 

i 

ifi 

0% 

mi 

lot no. fi 



.. 14 „ 

3% 

0% 

84U 


^Average of the daily maxima and minima. 
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Tablk XIII 

Germination test in the dark, Flxperiment J. 
Equisetum arvenset lot no. 6d. 

Age of the spore, 2 days after collection. 



Temperature 
condition i 

Per cent of 
germination 
in 10 days 

Do. in 7 days of 
subsequent ex- 
posure to diffused 
sunlight 

In the dark 

1 80® thermostat ! 

0 

0 


SS** thermostat j 

0 

0 


Lalxiratory room 

20 

02 

In diffused sunlight 

I.al)oratory room i 

(19M6®) 

' ‘ 08 



Tabl-; XIV. 



Germination test in the dark, Experiment 2. 
Osmunda japomcoy lot no. 6 b. 

Age of the spore, 11 days after collectien. 




Temperature 

iondition 

Per cent of 
germination 
in 10 days 

Do. in 7 ciays of 
i subsequent ex- 
posure to diffused 

1 sunlight 

In the dark 

80® thermostat ' 

' 0 

; 66 


26® thermostat 


oo 


Laboratoi^ room 

0 

1 8tt 


Glass house (29®- 16®; 

' 0 

1 

: ^ 

Instantaneous exposure 
to the mid-day sunlight, 
1 minute daily 

! 

Glass house (29®-l6®) 

11 

1 

1 96 

1 

1 

Do. 10 minutes daily 

»* 

i 

1 96 

In diffused sunlight 

Laboratory room 

(gr-ito 

1 ' 

! 94 

! 
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Tablk XV. 

Germinalion test in the dark, Experiment 3. 
Osmunda cinnamomea, lot no. 6. 

Ako of the spore, 11 days after colleetion. 



Temi^erature 

condition 

1 

Per cent of 
germination 
in 10 days 

Do. in ^ days of 
subsequent ex- 
posure to diffused 
sunlight 

In the dark 

30® thermostat ; 

0 

0 


26® thermostat 

0 

76 


I^Aboratory room 


80 


Glass house (33°-'14‘') 1 

0 

61 

Instantaneous exposure 
to the mid-day sunlight, 

1 minute daily 

Glass house (3.T~]4“) j 

1 

j 

0 

66 

Do. 10 minutes daily 

1 

»» . 

j 

0 

73 

In diffused sunlight 

Laboratory room i 

85 

1 


Tawi.k XVI. 

Germination test in the dark, Experiment 4. 
Dryopteria viridescena, lot no. 6. 

Aj^e of the spore, 38 days after collection. 



Temperature 

condition 

Per cent of 1 
germination 
in 10 days 

Do. in i days of 
subsequent ex- 
posure to diffused 
sunlight 

In the dark 

30® thermostat 

0 

0 


26® thermostat 

*0 

74 


Laboratory room 

' 0 

82 


(19®-16®; 

1 


Instantaneous exposure, 

1 minute daily at noon 
to diffused sunlight 

Laboratory room 
(19®-16®; 

i - ' 

1 

1 

86 

In diffused sunlight! 

Laboratory room 
(10®-16®) 

' ’ 96 ~ 

1 

— 
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Table XVII. 

Germination test in the dark, Experiment 5. 
DryopterU virUUscenSt lot no. 8. 

Age of the spore, 17 days after collection. 
Temperature, 25® thermostat. 



; Per cent of ger- 
, mination in 7 days 

Do. in 5 days of sub- 
sequent exposure to 312 
m r. vacuum tungsten lamp 

In the dark 

: ^ 

99 

312 me. 

vacuum tungsten 
lamp 

99 

! 1 

1 

i 


Table XVIII. 

Germination test in the dark, Experiment 6. 
Woodwardia orientalutt lot no. 8. 

Age of the spore, 17 days after collection. 
Temperature, 25® thermostat. 


In the dark 


^ ^ Do. in 5 days of sub- 
'minAimn In »<*Quent exposurc to 312 

1 ^ m c. vacuum tungsten lamp 

j 0 i 93 


312 me. 

vacuum tungsten ; 91 

lamp 


Table XIX. 


Germination test under anaerobic condition. 





Per rent of germination 

Species; 
Age of the 
spore 

Temperature 

Illumination 

in 7 days since Control cul- 
in 7 days the subsequent ture, in 7 days 
under anaer- 1 exposure to , in aerobic 
obic condition ! aerobic condi- condition from 

1 tion the beginning 

Equiaetum 
lot no. 6d 

2 days 

. 19"-.16® 

Diffused 

light 

1 

0 i 0 98 

1 
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Per cent of germination 

Species; 

Age of the 
spore 

Temperature 

Illumination 

1 1 

1 

in 7 days 
under anaer- 
obic condition 

in 7 days sincej 
the subsequent: 
exposure to 
aerobic condi-’ 
tion 

Control cul- 
ture, in 7 days 
in aerobic 
condition from 
the beginning 

Dryopteris 
lot no. 6 

88 days 

19°-16‘' 

Diffused 
light 1 

0 

0 

1 

90 

Dryopteris 
lot no. 8 

20 days 

26° 

1 

312 me. 1 

vacuum j 

tungsten 
lamp 

0 

1 

0 

99 

Woodtpardia 
lot no. 8 

20 days 

»» 

»» 

0 

87 

88 

Osm. japonica 
lot no. 6 b 

11 days 

21M9° 

Diffused 

light 

0 

65 

92 

Osm. cin- 
namomea 
lot no. 6 

11 days 

♦» 

0 

1 

32 

84 


Table XX. 

Comparison of the life of the spore. 

1. Woodwardia arientidis, lot no. 5. 

Age of the spore (in days) j 68 76 82 92 107 127 138 174 191 244 

10 days | 70 84 85 78 77 68 21 0 0 0 

I 

21 days j — — — — — — — 1 0 0 


2. Matteuccia struthiopteria, lot no. 5. 

'I 


Age of the spore (in days) 

79 86 93 

108 

118 

138 

149 

186 202 

Per cent of 

10 days 

68 66 72 

68 

68 

8 

0 

0 0 

germination 

21 days 

^ 

— 

— 

— 

— 

— — 


Per cent of 
germination 
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Dryopteris virtdescens, lot no. 5. 

Age of the spore (in days) 

68 75 82 92 107 127 

Per cent of 

10 days 1 

S6 98 67 62 0 0 

germination 

21 days ' 

. _ _ _ 0 0 


4. Osmunda cinnamtmiea, lot no. 5. 


Age of th<' spore (in days) i 

23 

4.S 

54 

Per cent of 

7 days ' 

68 

7 

0 

germination 

14 days 

82 

10 

0 

Osmunda japonicoy lot no. 5 

Age of the spore (in days) 

23 

43 

64 

Per cent of 

7 days | 

5 

0 

0 

germination 

14 days ' 

8 

0 

0 

Equisetum arvensPy lot no. 5. 

Age of the sjxire (in days) 


10 

24 

Per cent of germination in 7 day 

s 

87 

0 


Tabi.f XXL 

Effect of different storage. Experiment 1. 

Equisetum arvensPy lot no. 7. 

Age of the 9 pore, i. e. the duration of the hiorage is expressed in days (Tables 
XXI-XXIV). 




Age 

of 












^ Storage 
condition* 

the 

spore 

4 

10 

13 

19 

23 

29 

.'*3 

36 

39 

52 69 



I 


97 

70 

12 

4 

9 

8 

1 

3 

1 

0 0 

a-® 


11 


98 

79 

41 

79 

33 

31 

9 

8 

2 

a— 

1 

f -s 


III 


95 

21 

26 

4 

4 

0 

0 




1 i 


IV 


99 

54 

28 

6 

0 

0 





li 

Qi *g 


V 


98 

9 

8 

6 

2 

0.6 

0 

0 


\ • 


VI 


98 

23 

75 

6 

12 

2 

0 

0 


IWII . 
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Age of 
the spore 

Storage 

condition* 

4 10 13 10 23 

k 

VII 

97 0 0 

“.S 

'^ig' 

SI’S 

VIII 

98 86 78 0 0 

IX 

97 64 0 0 


X 

96 61 20 0 0 


XII 

97 — 


In these series of experiments (Tables XXI-XXIV), the following sets of 
combination of factors were studied which are tabulated below: 



Temperature-relation \ 

Light-relation 

1 Moisture-relation 

I 

refrigerator | 

dark 

! 

II 

y* 

♦» 

non-dry 

HI 

26** thermostat 


1 dry 

IV 

„ ; 


I non-dry 

V 

room temperature 


dry 

VI 

»♦ 

»» 

non-dn' 

1 

VII 

»» ^ 

diffused light 

dry 

VIII 

»* i 


! non-dry 

IX 

i 

red light 

1 

! 

X 

1 

blue light 


XI 


dark 

1 dr>- 

XII 

»* i 

»♦ 

! non-dry 

XIII 

room te'mp^ature j 

diffused light 

j „ in H«-gas 


Tabu: XXTI. 

Effect of different storage. Experiment 2. 
0$Munda japonica, lot no. 6. 


Storage 

condition 

xAge of the 
^'^spore 
Per^N. 
cent germ?\ 

16 40 00 124 162 186 207 S40 388 422 600 666 

I 

in 7 day* 

14 

81 60 — SO IS 16 10 — 18 1 0 0 

86 63 84 SO 16 24 15 21 16 1 0 0 
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Storage j 
condition 

xAge of the 
spore 
Per 

cent genn?\ 

16 40 00 124 162 186 207 840- 888 422 600 666 896 


in 7 days 

62 54 — 0 0 

11 

„ 14 „ 

72 72 0 0 0 


7 „ 

79 68 — 81 21 11 7 7 0 0 

111 

1 14 „ 

70 66 16 31 11 13 13 4 0 0 


j »i 7 

4 0 - 

IV 

1 It 14 It 

4 0 0 


i» 7 

64 61 — 8 0 0 

V 

14 .. 

1 64 60 14 6 0 0 


7 

II * II 

j 66 8 - 0 

VI 

„ 14 „ 

! €0 9 0 0 


II 7 ff 

84 7 — 0 

VII 

1. 14 ,1 

37 6 0 0 


,1 7 „ 

64 0 - 

VIII 

1. 14 ,1 

70 0 0 


7 

»i » i> 

52 0 0 

IX 

,, 14 „ 

60 0 0 


7 

If • II 

38 9 0 

X 

,1 14 „ 

42 0 0 


7 

II • II 

— — — 62 68 60 46 40 46 19 40 81 24 

XII 

1,14 „ 

_ ^ _ 69 68 60 42 40 47 21 42 80 29 


7 

II • II 

71 20 accidentally lost. 

XIII 

1,14 „ 

78 18 
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Table XXIII. 

Efiiect of different storage, Experiment 3. 
0$mmda cinnamamea, lot no. 6. 
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Table XXIV. 

Effect of different storage, Experiment 4. 
Dryopteris viridescens, lot no. 6. 



Age of the 











Storage 

condition 

' spore 
Per ' 

S4 

65 

89 

1.80 

m 

201 

234 

256 

293 

S17 


cent germ. 











I 

in 7 days 

84 

54 

81 

— 

69 

12 

0 

0 

0 

0 

„ 14 

100 

79 

97 

86 

77 

43 

6 

1 

0 

0 


.. 7 „ 

98 100 

94 

— 

0 

0 





II 

.. 14 .. 

98 

98 

99 

92 

0 

0 






7 

64 

2 

0 









in 

14 

97 

10 

0 

0 








.. 7 .. 

70 

0 

0 








IV 

.. 14 

76 

0 

0 









7 

»» • »» 

73 

47 

40 

— 

0 






V 

14 

98 

85 

26 

0 

0 






VI 

7 

»♦ • »» 

79 

11 

0 

— 







.. 14 „ 

97 

21 

0 

0 








7 

»» • »l 

71 

13 

0 

. ^ 







VII 

14 .. 

87 

17 

0 

0 








7 

»f • »» 

83 

97 

0 









VIII 

„ 14 „ 

96 

97 

0 

0 








7 

• If 

* 

0 

0 








IX 

„ 14 .. 

20 

0 

0 









7 

11 • II 

40 

0 

0 








X 

II 14 „ 

69 

0 

0 









7 

II • II 

83 

22 

0 








XIII 

„ 14 „ 

91 

51 

0 

0 
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Table XXV. 


Water content of the spores. 


Material 

Water content (in per 
cent fresh weight) 

Woodwardia orientalis, lot no. 8. 

6.9 

Dryopteris viridescens, lot no. 6. 

no. 8. 

9.80 

13.72 11.70 

Osmunda cinnamomea, lot no. 6. 

,s u .no. 7. 

16.58 

16.25 •• 

Osmunda japanica, lot no. 6 a. 

„ no. 7. 

17.61 

16.99 ” 

Equiselum arvense, lot no. Gc. 

„ no. 7 

46.50 

62,76 ” 


Taiile XXVI. 


Respiration intensity of the spore. 


Species 

Lot 

Age of the 
spore (in 
days) 

COj produced 
hours per 1 g. 

in mg. per 24 
of the material 

St 26“ ] 

at 16^ 

Equisetum arvense 

no. 7 

0 

18.7 

— 

i» 

»♦ 

25 

13.6.3 

6.01 

>f 1 

** 

83 

10.23 

— 

Woodwardia orientalis 

no. 8 

1 10 

0.67 

1 0.03 

Dryopteris virideseens ) 

»♦ j 

1 

O.Il 

0 

Osmunda cinnamomea 

no. 7 

1 ^ 

0.33 

0.26 

Osmunda japonica 


1 ^ 

0.33 

0 
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Table XXVII. 

Specific difference in the catalase content. 


Species 

Equisetum 
arvense 
lot no. 7. 

Osmunda 
japonica 
lot no. 7. 

Osmunda 
cinnam, 
lot no. 7. 

Dryopteria 
vitidescens 
lot no. 8. 

Woodwardia 
ofientalis 
lot no. 8. 

Age of the spore 

6 days 

6 days 

6 days 

18 days 

18 days 

Dry matter in per cent 
fresh weight 

47.24 

83.01 

88.7 

5 

86.28 

94.10 

Time in minute 

6 


Q 

■ 

m 

m 

6 

10 

20 

6 

10 

20 

6 

■ 


s.s 

d’'? 

per 0. 1 g, fresh 
weight 

68 


82 

118 

164 

189 

i 

182 

196 

74.8 

98 

m 

33 

43 


per 0.1 g. dry 
matter 

m 

1 

161 

142 

m 

288 

179 

217 

232 

86.1 

108 

116 

86.1 

46.7 

68.6 

Per cent of germination 
in 17 days 


98 



98 


99 


91 


Table XXVIII. 

Catalase activity and germination capability as related to the age of the spore. 
Experiment 1. 

Equisetum arpense, lot no. 7. 


Age of the spore 

1 

» days 

13 days 

26 days 

1 yeai 

.« 

Dry matter ia per cent 
fresh weight 

47.24 

49.0 

60.4 

92.0 

Time in minute 

6 


20 

6 

24.3 

10 

B 

6 

m 

20 

6 

B 

20 

^.9 

d '’8 

per 0. 1 g. fresh 
weight 

68 

76 

82 

36 

46.8 

17 

24 

27.6 

6.7 

9.9 

11.8 

per 0.1 g. dry 
matter 

m 


161 

67.4 

86 

m 

38 

64 

62.1 

7.8 

m 

12.8 

Per cent of germination 
in 7 days 


98 

41 

81 

0 



*In this case, spores kept in diy condition was used as the non-dried 
material was moulded. 
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Table XXIX. 

Catalase activity and germination capability as related to the age of the spore, 
Experiment 2. 

Osmunda japonica, lot no. 7. 


Age of the spore 

5 days 

53 days 

149 days 

1 

year 

Dry matter in per cent 
fresh weight 

83.01 

91.66 

92.00 


92.3 

Time in minute 

5 

10 

20 

5 

10 

20 

5 

10 

20 

5 

10 

20 

evolved 
in cc. 

per 0. I g. 
fresh weight 

118 

164 

189 

115 

149 

168 

51 

76 

88 

41 

54 

58 

per 0.1 g. 
dry matter 

142 

198 

228 

126 

1 

163 

IBS 

56 

83 

96 


50 

63 

Per cent 
of germina^ 
tion 

in 7 days 


95 



67 



.38 



13 


14 .. 


98 



69 



40 



16 



Table XXX. 

Catalase activity and germination capability as related to the age of the spore. 
Experiment 3. 

Osmunda cinnanwmea, lot no. 7. 


Age of the spore 

5 days 

48 days 

1 141 dH>S 

1 

^ year 

Dry matter in per cent 
fresh weight 

83.75 

92.24 

1 

1 02.68 

93.0 

Time in minute 

5 

10 

1 

20 

5 

10 

20 

5 

10 

20 

5 

10 1 

20 

0> evolved 

per 0,1 g. 
fresh weight 

150 

182 

195 

76 

103 

114 

67 

92 

10^ 

63 

92 

100 

in cc. 

per 0.1 g. 
dry matter 

179 

217 

232 

82 

112 

124 

72 

99 

111 

68 

99 

108 

Per cent 
of germina- 
tion 

in 7 days 

99 

70 


65 



32 


„ 14 „ 

j 99 

76 


55 



33 
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Tablk XXXL 

Effect of temperature and moisture condition in the storage method on the 
catalase content, Experiment 1. 

Equisetum arvense, lot no. 7. 

Age of the spore (duration of the storage), 35 days. 


Temperature condition 
Moisture condition 

Time in minute 

per 0. 1 g. 

O 3 evolved fresh weight 
in ce. per 0. 1 g. 

dry ma tter 

Per cent of germination 
in 7 days 


In the refrigerator 


In 25*’ thermostat 


Dry 

Not dry j 

Dry 


Not dry 

3 6 

10 S 6 

io| 

5| 

10 


1 “ 

10 

62.6 83 

Ws 0.5 16 

1 - ---- 1 

24'84.849.860.864.6|88.6 

112 

68.6 91 

10918.629.1 

46.6|S9.4 

1 

56 

67.1 

— 

- 

— 

1 

9 

1 

0 


0 


Table XXXIL 

Effect of temperature and moisture condition in the storage method on the 
catalase content, Experiment 2. 

Osmunda japmica^ lot no. 7. 

Age of the spore (duration of the storage), 53 days. 


Temperature condition 


In the refrigerator 


Moisture 

condition 


Dry 


Not dry 

Time in minute 

6 

10 

20 

5 

10 

20 

O 2 evolved 

per 0. 1 g. fr. wL 

115 

149 

168 

41 

63 

77 

in cc. 

per 0. 1 g. dry wt i 

126 

163 

183 

60 

76 

93 

Per cent of 

r 

! in 10 days 


67 



0 


germination 

„ 17 


60 



0 
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Table XXXIIL 

Effect of temperature and moisture condition in the storage method on the 
catalase content, Experiment 3. 

Oamunda cinnamomeot lot no. 7. 

Age of the spore (duration of the storage), 4S days, 141 days. 


Temperature condition 


Moisture condition 
Time in minute 


0>2 evolved 
in cc. 

Per cent 
of germina 
tion 


per 0. 1 g. 
fr. wt. 


per 0.1 g. 
dry wt. 

in 10 days 
M 17 


In the 
refrigerator 
(48 days) 


Dry 


5 

176 


10 

103 


20 


|Not dry 

20 


114j66| 
I82!ll2124'69| 
70 
76 


10 

|77 

196 

38 

43 


95 

119 


In 25" 
thermostat 
(48 days) 


In tlie 
refri- 
gerator 
141 days! 


Dry 


Not dry 


5 

122 


10 


1621 


2(A 


176 


54 


169|2ll|! 
70 


70 


10 


70 


6585 


20 


In 26" 
thermostat 
(141 days) 


Dry 


10 


20 


i92;103j 
111 


67 

104|72;99j 
55 
55 


Dry 


6 101 


20 


811109123 

106142160 


I 


12 

16 


Table XXXIV. 

O.J evolution os influenced by the different procedure, Experiment 1. 
Equtsetum arvense^ lot no. 7. 


Age of the spore 

! 

1 

5 days 


13 days 

1 year 

Time in minute | 

1 

1 5 

10 

20 


10 

20 

5 

10 

20 

Oa evolved (in 

spores ground 

~68 

76 

82 

24.3 

36 

45.3 

6.7 

9.9 

11.8 

cc.) per 0.1 g. 
of the material 

„ intact 

8,2 

17.4 

42.4 

4.6| 

18.3 

1 24.0 

6.7 

9.2 

11. 0 


Table XXXV. 


Do., Exi>erinrient 2. 

Osmunda japtmica^ lot nos. 6, 7. 
Spores kept dry in the refrigerator. 


Origin & age of the spore 

no. 

7, 5 days 

1 no. 

6, 1 year 

Time in minute 


5 

1 

20 

5 

10 

1 20 

O 2 evolved (in cc.) 
per 0.1 g. of the 

spores ground 

118 

164 

189 

81 

114 

132 





_ 

21.5 

61.1 

material 

„ intact 

10.8 1 

19.0 

,S4.0 

10.1 
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TABtE XXXVI. 


Do., Experiment 3. 

Oitnunda cinnamomea, lot nos. 6, 7. 
Spores kept dry in the refrigerator. 


Origin & age of the spore 

no. 

7, 6 days | 

1 

no. 

6, 1 year 

Time in minute 

5 

10 

20 

6 

10 

20 

Of evolved (in cc.) 
per 0,1 g. of the 
material 

spores ground 

150 

182 

195 

115 

168 

186 

„ intact 

6.8 

14.0 

28.0 

4.5 

10.3 

28.8 


P. S. After the manuscript was finished, I found a paper in which the relation 
of the longevity of pollen grains to the humidity in the storage condition is dealt: 
Holman, R. M. and F. Brudakkk, 1926, On the Longevity of Pollen. Univ. of Calif. 
Publ. in Bot., Vol. 13, No, 10. It is shown in the paper (pp. 183-184) that the 
vitality of pollen grains is kept better in artificially desiccated conditions than in 
ordinary air dry condition (i. e., exposed to the laboratory atmosphere), for the most 
species studied. It seems, therefore, a common property is shared in this respect by 
the pollen grains and the fern spores as a general rule (c. f. p. 151). 





The Seasonal Variation of the Glycogen Content in 
the Oyster, Ostrea draimpicta Pits.* 


By 

Katsumi OKAZAKit and Satak6 Kobayashi. 

(The Biological Institute, the T6hoku Imperial University, Sendai.) 


Intkoduction. 

Bizio (1866) found 9.5?^ of glycogen in the shell-freed total mass 
of the oyster, Ost&i edidis. 

Mitchell (1915) reported the presence of the seasonal variation 
of glycogen in the cultured oysters at several districts in Massachusetts, 
in the United States. Using 12-20 individuals in each determination, 
he found that the glycogen content showed the minimum early in 
.July, then it steadily increased in summer, though a slight fall occurred 
before the onset of the cold weather. 'Hie glycogen content reached 
the maximum of 20 9^ (in dried material) in winter. 

Russell (1923) studied also the seasonal variation in regard to 
the various chemical constituents of the cultured oysters in England. 
Each determination was made on the sample of 50 oysters. He showed 
among others that the glycogen content gradually declined from 
January to June, when it reached the minimum (about 2096 in the 
dry weight). After June up to SeptembeCr-it' rose rapidly but from 
September to December, the rate of increase became slower. 

The glycogen content in the adductor muscle of Monomyaria has 
been determined by several investigators, but the seasonal variation 
was observed only by few. 2-2.496 of glycogen was found in the 
adductor muscls of Pecten inadians by Chittendon (1875). Boyland 
(1928) observed the changes of the glycogen content in the large 
adductor muscle of Pecten opercularis, in the different stages of the 

Contribution from the Marine Biological Station, Asamushi, Aomori Ken, and 
the Biological Institute, T6hoku Imperial University, .^ndai. 
tDeceased, January 10, 1929. 
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reproductive cycles. Boyi^nd found 0.61-1.119^ of glycogen betweeir 
the 1st and 11th days of January. 

So far as we are aware the glycogen content was determined with 
the oysters which were grown under special care' in the oyster bed 
for commercial purposes, and none was determined in the oysters 
grown in the natural state without human care. 

The present work was therefore undertaken to determine whether 
or not a difference is shown as to the glycogen content between the 
oysters grown wild and those grown in the oyster-bed as well as in 
the different seasons. 

For this purpose the oyster, Ostrea circumpicta, which is found in 
abundance in Mutsu Bay, was used and the variations according to 
the seasons wm‘ observed during March, 1928, to February, 1929. 
Although it was the intention of the writers to carry out monthly 
examination, only a few determinations were made during the season 
from November to March, owing to the unfavorable weather in winter. 
We may mention that in Mutsu Bay, where Ostrea circumpicta is 
found, the oyster cultivation was never attemptied due probably to 
high salinity, rocky bottom and reefs, probable scantiness of the proper 
plankton organisms, etc., and thus the oysters which are found there 
are grown wild. 

We wish to acknowledge gratefully much valuable criticism from 
Prof. S. Hatai, and our thanks are also due to the members of the 
Marine Biological Station at Asamushi, who helped us with much 
kindness during the course of the present work. 

Material and Method. 

The oysters employed in this experiment were collected always 
from a definite place in Mutsu Bay near the Marine Biological Station. 
Glycogen was estimated by Pfluger’s method. The soft body was 
removed from the shell, and was weighed after quickly wiping the 
body surface with clean cheese cloth. In order to prevent the loss 
of the body fluid, the adductor muscle was dissected out in a large 
shallow porcelain dish and it was weighed separate from the remainder. 
The samples thus obtained were heated for ten minutes in boiling 
water to prevent further chemical alteration of glycogen. The heated 
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iMterials were dissolved in 60?^ solution of potassium hydroxide and 
subsequent analysis was carried out in the Biological Institute at Sendai. 

Results. 

The results are shown in Tables 1, 2, and 3, and the graphical 
representation in Fig. 1. 

From the data shown in Tables 2 and 3, of the glycogen content 
in the whole body without the adductor muscle and that in the muscle 
itself respectively, one may estimate the content in the whole body 
if these data are brought together, but we have also made direct 
determinations on the whole body, fearing that while removing the 
adductor muscle, the body fluid might be lost unawares. 

From Tables 1 and 2, one notices at once that the glycogen content 
varies widely not only with the seasons but also with the individuals. 

As to the variations due to the seasons, we notice from the average 
that the rise and fall of the glycogen content in the whole body and 
the body without the adductor muscle closely resembled each other, 
and a steady increase is shown from September or October on to 
July, when it reaches the maximum, which is followed by a sudden 
decrease in August. 

The decrease continues till the month of September at which 
period it becomes minimum The significance of the sudden 

fall which was noted in April is not clear, but we arc rather inclined 
to believe that it was merely casual, and thus the whole tendency of 
the curves may be considered as increasing after the month of October. 
Whether or not such cyclical variation occurs regularly in each year 
is not yet determined. It seems highly probable that the sudden fall 
of glycogen in August is related to the spawning as was already 
pointed out by Mitchell (1915), since the spawning of the oyster in 
Mutsu Bay seems to occur about the middle of August to the middle 
of September, at which period the glycogen content became minimum. 
Such a great fall of glycogen content was reported by Mitchell (1915) 
to occur early in July in which the spawning takes place in the oysters, 
while according to Russell (1923) this fall of glycogen occui*s in June. 

Whether the occurrence of the spawning of Ostrea circumpicta in a 
latCT season than that of the two other species mentioned above be due 
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to the difference of the species is not clear. However that an increase 
after the month of October in our oyster was due to the restoration 
after the spawning cannot be doubted. The maximum storage of 
glycogen, which occurs in August in the English oysters and in Novem- 
ber in the American oysters, occurs at about the month of March. 

The content of the glycogen in the whole body without the adductor 
muscle is always much less than that in the whole body from October 
to March but becomes greater from April to August. (Table 1, 2, and 
Fig. 1.) This greater accumulation of glycogen from April to August 
is probably associated with the greater development of gonads on one 
hand and the storage of potential energy for sexual activity during 
the subsequent month on the other. 

The glycogen content of the adductor muscle shows the similar 
seasonal variation, though its content is much smaller. 

It is evident from the curves that the glycogen is chiefly stored 
rather in the other parts of the body than in the adductor muscle. 

According to Amkmiya (1^28), the breeding season of Ostrea dr- 
cumpicta in southern Japan begins early in July and lasts until late 
in July, being at its height in the middle of the month. Again, 
Hamaua (1929) carried on the fertilization experiment at Tottori from 
the 26th of July to the end of August using Ostrea circumpicta, in- 
dicating that the breeding season starts about the beginning of July. 

From these data it is clear that the breeding season of Ostrea 
circumpicta in Mutsu Bay, which lies in the extreme north of the 
mainland of Japan (Honshu), takes place in a much later month. 
This fact suggests that the breeding season may be controlled chiefly 
by the temperature of the sea water. 

Comparing the glycogen content in the oyster in Mutsu Bay with 
that of cultured oysters which had been determined by the several 
investigators, no remarkable difference is found as will be seen from 
Table 4. 



SEASONAL VARIATION OF GLYCOGEN CONTENT 


187 


Table 1. 

Percentage of glycogen in the whole body. 


Date 

Weight of 
Oysters in g. 

Glycogen in g. 

Percentage 

Mean 

|>ercentage 


42.0 

2.25.1 

5..365 



40.2 

1.770 

4.403 


March 9 

4.*t.9 

1.986 

4.294 

4.000 


;15.9 

1.120 

.3.120 



46.4 

1.225 

2.699 



49.6 

1.622 

.3.090 



40.6 

1.261 

.3.090 


April 9 

no.i 

0.788 

2.618 

2,«13 

46.7 

1.034 

[ 2.214 



46.0 

0.948 

2.061 



4.*). 9 

1.8.11 

4.170 



49.6 

1..181 

3.924 


May 8 

44.0 

1.076 

2.444 

2.962 


44.6 

0.973 

2.187 



.16.2 

0.76.3 

2.087 



.11.0 

1..136 

4.. Ill 



.19..1 

1.60.1 

4.078 


June 8 ‘ 

44.6 

1.803 

4.04.1 

3.506 


49.6 

1.511 

3.053 



46.6 

1.349 

2.040 



49,7 

2.,140 

4.708 



41.0 

1.4J58 

.1.498 


July 8 

27.2 

0.927 

3.408 

3.200 

49.9 

1,182 

2.. 170 



.19.1 

0.788 

2.015 



46.2 

0.529 

1.147 


August 7 

60.0 

.18.0 

0.463 

0..121 

0.906 

0.846 

0.916 


56.6 

0.421 

0.760 



36.0 

0.655 

1.870 



3R.6 

0.466 

1.212 


September 9 

61.0 

0.582 

1.142 

1.142 

.34.0 

0.276 

0.812 



.38.0 

0.268 

0.678 



41.6 

0.95.1 

2.318 



48.. 1 

0.971 

2.009 


October 9 

41.5 

0.833 

2.007 

1.861 


42.8 

0,811 

1.918 



.16.4 

0..142 

1 052 



«7.2 

l.,117 

.1.540 


November 9 

.34.8 

1.08.1 

.1.111 

2.64.3 


43.0 

1.095 

2.547 
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Date 

Weight of 
Oysters in g. 

Glycogen in g. 

1 

Percentage 

Mean 

percentage 

November 9 

ss.o 

Sfi.O 

0.748 

0.649 

1.968 

1.667 

2.64.3 


41.0 

1.181 

8.107 



61.6 

1.816 

2.661 


December 26 

47.2 

1.0.31 

2.216 

2.4.36 


66.7 

1.226 

2.200 



46.8 

0.966 

2.109 



44.0 

3.006 

4.669 



37.0 

1.466 

.<t.968 


February 10 

49.1 

1.818 

.3.702 

.3.660 

87.2 

1.094 

2.941 



71.6 

1.888 

2.640 



Table 2 . 

Percentage of glycogen in the body without the adductor muscle. 


Date 

Weight of 
Oysters in g. 

Glycbgen in g. 

Percentage 

Mean 

percentage 


4.3.6 

2..322 

4.328 


March 9 

40.6 

1.634 

3.778 

8.816 


.38.6 

1.286 

,3.340 



29.6 

0.902 

.3.047 


April 9 

29.7 

0.83.3 

2.806 

2.708 

.38.8 

0.881 

2.271 



26.1 

1.196 

4.682 


May 8 

24.6 

0.983 

.3.994 

4.169 

.36.8 

1.446 

,3.v;io 



45.8 

1.492 

3.954 


June 8 

31.6 

1.228 

.3.89$ 

3.844 


20.7 

0.790 

3.681 



-36.6 

2.021 

5.621 


July 8 

37.6 

1.660 

4.181 

4.6tl 

42.1 

1.740 

4.132 



,34.2 

0.699 

2.044 


August 7 

24.7 

0.422 

1.707 

1.719 


46.8 

• 0.490 

1.406 



30.0 

0.678 

1.614 


September 9 

47.1 

0^662 

1.407 

1.178 

44.5 

0.222 

0.498 
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Date 

Weight of 
Oytteri in 

Glycogen in g. 

i 

Percentage 

Mean 

percentage 


29.4 

0.859 

2.921 


October 8 

37.1 

0.598 

1.611 

1.767 


58.4 

0.449 

0.769 



44.8 

1.184 

2.659 


November 9 

.w.o 

0.775 1 

2. .848 

2.26.8 


89.1 

0.742 

1.897 


1 

48.8 

1.2.87 

2.824 


December 26 

63.8 

1..S.S0 

2.116 

2..313 


60.0 

1.199 

2.000 



62.9 

1.9.';9 

8.088 


February 10 

48.0 

K.TO 

2.858 

2,76.3 

45.9 

1.20.3 

1.456 



Table 3. 

Percentage of glycogen in the adductor muscle. 


Date 

Adductor muscle 

t in (?• 

1 Glycogen in g. 

Percentage 

March 9 

19.6 

0..804 

1.548 

April 9 

22.6 

0.22.3 

0.982 

May 8 

17,6 

0.247 

1.406 

June 8 

18.8 

0.2.36 

1.260 

July 8 

20.. 3 

0..828 

1.691 

August 7 

16.2 

0.094 

0.6.88 

September 9 

18.0 

0. 162 

0.846 

; October 8 

18.4 

0.168 

0.912 

November 9 

18.2 

0.167 

1.189 

December 27 

21.8 

0.220 

1.0.82 

February 10 

28.8 

0..889 

1.466 
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Table 4. 


Percentage of 
glycogen in the 
soft body 

Species 

Locality 

1 

Habitat 

1 

Investigator 

9.5 

Ostrea edulis 



Bizio (1866) 

20.-36. 

(in the dry 
weight) 


Whisiable bed 
(England) 

Cultured 

Russeu. (192.3) 

2.77-21.60 
(in the dried 
material) 


Massachusetts 
(United States) 


Mitchell (1916) 

4.184 

(in Winter) 

Ostrea gigas 

Kanazawa 
(Kanagawa Ken, 
Japan) 

” 

Sekine (1920) 

0.916-4.000 

Ostrea 

circumpicta 

Mutsu Bay 
(Japan) 

not cultured 

Okazaki and 
Kobayashi (1929) 



Fig. 1. Showing the seasonal variation of the glycog^n content In the 
oyster, Ostrea circumpicta Pits. 


Summary. 

1 . Ostrea circumpicta is found naturally in Mutsu Bay. The 
glycogen content in Ostrea circumpUa shows the seasonal variation. 
It reaches maximum ( 4 ^ of glycogen) in July and reaches minimum 
(196) at about September. After September it increases continuously 
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till July again. Breeding occurs during the months of August and 
September at which period the glycogen content becomes minimum. 

2. Glycogen content in the adductor muscle is always less than 
in the rest of the body. 

3. Glycogen content in Ostrea drcumpicta is not noticeably dif- 
ferent from that in the other cultivated oy.sters. 
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Lactic Acid and Glycogen in the Adductor Muscles of 
the Oyster, Ostrea ciraimpicta Pits.* 

Bv 

Satar6 Kobayashi. 

(The Biological Institute, the TAhoku Imperial University, Sendai.) 


Introduction. 

The researches on lactic acid in Molluscan muscle have been done 
by several investigators. Hen7,e (1905) has found in Octopus muscle 
a small amount of lactic acid (O.Ol?^) and no glya)gen, and in 1912 
Starkenstein and Henze were able to detect glycogen in muscles 
and livers of Octopus and Aplysia. As to the adductor muscle in 
Lamellibranchs, Boyland (1928) carried on quantitative studies using 
the adductor muscles in different scallops such as Pecten opercularis, 
P. maximus, P. varius, etc. On the contents of lactic acid, glycogen, 
and lower carbohydrates, under various conditions, he concluded that 
the order of lactic acid production varies as that of activity, and thus 
the acid production and muscular activity are closely related. Further- 
more, the small adductor muscle could produce more lactic acid than 
the large adductor muscle. Furusawa and Kerridge (1927) measured 
the change of pH in the muscles of various marine animals including 
the adductor muscle of Pecten opercularis, and found a definite acid 
increase (7.06-6.33) on standing for 24 hours after death. The adduc- 
tor muscle of the oyster consists of two distinct parts, a large rounded 
and a small white crescent part, the latter beeing attached to the 
posterior side of the former. Since these two parts are thus anatomi- 
cally distinct, we may anticipate that they are also functionally different 
from each other. For convenience, these two parts will be designated, 
the former “ the large adductor muscle ” and the latter “ the small 
adductor muscle ” in this paper. From this fact just stated, I attempted 

*A contribution from the Marine Biological Station, Asamushi, Aomori Ken, and 
the Bii^gical Inatitute, T6hoku Imperial Univenity, Sendai. 
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to estimate the normal content of lactic acid and its production under 
experimental conditions in these two adductor mucles in the oyster, 
Ostrea circumpkta PiLS, and the results of this investigation are reported 
in the present paper. 

The experiments were undertaken at the Asamushi Marine Bio- 
logical Station from August to September, 1928, in the spawning 
season of the oyster, and a few observations on glycogen content of 
the oysters collected during the months of October and November 
were added. 


Technique. 

The oysters collected were immediately used, since this investigation 
requires the materials in the possible freshest condition. From the 
oysters which without shells weigh 40-80 gms. may be collected 5-7 
gms. of the large adductor muscle, and about 1 gm. of the small 
adductor muscle. 

The colorimetric method after Mendel and Goldscheider was 
used, which requires as small an amount of muscle as 0.3-0.5gms. 
for correct estimation of lactic acid content. Immediately after the 
adductor muscle was removed from the shell, the large and small 
adductor muscles were quickly separated and were placed on the ice- 
cooled glass plate. The sample thus collected was minced until it 
became paste. Then, 0.3-0.5 gms. of each muscle was placed in the 
previously weighed bottle containing Icc. of the 59^ metaphosphopric 
acid solution, which was prepared shortly before the collection of the 
materials, and the bottle was reweighed in order to find out the 
weight of the muscle used. A 5?^ solution of metaphosphoric acid 
must always be freshly prepared from acidum phosphoricum glaciale 
just before its use, and in no instance should be it used after 24 hours. 

A difinite volume (6-8 cc.) of distilled water was added and stirred 
with a glass rod. After standing 50-60 minutes, the mixture was 
shaken and filtered. 2-3 cc. of the filtrates were transferred into a 
centrifuge tube, and then made up to a difinite volume of 4cc. by 
addition of distilled water. To this solution, 1 cc. of saturated copper 
sulphate solution cooled in the ice water and 1 gm. of calcium hydro- 
oxide were mixed, then vigorously shaken and kept standing for 30 
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minutes. The clear solution was obtained by centrifugalisini? and was 
filtered through glass wool or filter paper. The object of this proce- 
dure was to remove protein and carbohydrate from the solution. After 
the removal of protein and carbohydrate by the above procedure, 
0.5 cc. of this solution was taken and to this were added 3cc. of 
concentrated sulphuric acid (Merck’s reagent, Specific gravity 1.84) in 
order to produce a concentration of 85 9^ or more of acid. This 
mixture thus made was warmed in the water bath at the boiling p(>int 
for 4 minutes. It was then immersed into the ice water for 2 minutes. 
After cooling, 0.1 cc. of veratrol solution (0.1 25 9^ in pure alcohol) 
was added and allowed to stand for 20 minutes. 

A pink colour was gradually developed which finally turned into 
red. 

This red coloured solution was compared with the standard solution 
for indirectly estimating the concentration of lactic acid by means of 
the Duboscq-Pkllin colorimeter. 

The standard solution was prepared by properly mixing the aqueous 
solution of carbolfuchsin and a small amount of orange G. This 
.solution was previously standardized with the lithium lactate solution 
of a known concentration (0.0067 gms. in lOOcc. of distilled water). 

For the estimation of glycogen in the adductor muscle, the Pfluger’s 
method was employed. In this experiment, each adductor muscle of 
the oyster was cooled in the freezing mixture of sodium chloride and 
ice before it was used, in order to prevent the conversion of glycogen 
into lactic acid. 


Result. 

1) LACTIC ACID AND GLYCOGEN CONTENTS OF THE 
ADDUCTOR MUSCLES IN FRESH MATERIAL. 

A) Lactic acid content in the adductor muscles. 

The oysters having the body weight of 30-80 gms. without the 
shell, were treated by the method above described, and the data 
obtained from 12 individuals are separately given in Table 1. The 
mean values of lactic acid content of the two kinds of muscle are as 
follows : 
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Extremes Mean 

Large adductor muscle 0.0369-0.0810 9^ 0.0604 9^ 

Small adductor muscle 0^0548-0.13199^ 0.101294 


Table 1. 

Lactic acid content in the adductor muscle. 


Large adductor muscle 

Small adductor muscle 

Weight of 
muscle in g. 

0.6503 

Lactic acid 
in mg. 

Lactic acid, 

Weight of 
muscle in g. 

Lactic acid 
in mg. 

Lactic acid. 

0.2028 

. . . _J 

0.0360 



0.4525 

0.2031 

0.0440 

0.3728 

0.3070 

0.0825 

0.3823 

0.17.36 

0.0454 




0.6514 

0.2636 

0.0478 

0.2060 

0.2766 

0,0934 

0.3076 

0.2076 

0.0522 

1 



0.4049 

0.2416 

0.0696 

0,2806 

0.2937 

0.1047 

0.4.300 

0.2624 

0.0598 

0.4686 

0.2615 

0.0548 

0.4580 

0..32S6 

0.0725 

0.2861 

0..3515 

0.1230 

0.4080 

0..36S6 

0.0730 

0.3268 

0.4041 

0.1288 

0.3768 

0.2892 

0.0768 

0.2030 

0.2920 

0.1000 

0.4637 

0.3685 

0.0705 

0.3057 

0.3071 

0.1004 

0.6161 

0.4178 

0.0810 

05073 

1 

0.7218 

0.1201 




0.3676 

0.2965 

0.0820 




0.3063 

0.2043 

0.0064 




0.8483 

I 1 

0.4694 

0.1810 


As will be seen from Table 1, there are wide ranges pf variations 
in the content of lactic acid among the individuals, and furthermore 
a greater amount of lactic acid found in the large adductor muscle 
does not necessarily give a greater amount of the acid in the small 
adductor muscle. In general, the small adductor musde contains a 
slightly greater amount of the acid than the large adductor muscle, 
in the fresh condition. 
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B) Glycogen content in the adductor muscles, 

Meyerhof (1920, 1921) has found in the amphibian muscle that 
the amount of lactic acid formed in muscle is quantitatively related 
to the amount of glycogen converted. Glycogen in the adductor mus<^le 
was determined in the oysters which were collected at the beginning 
of October and November, 1928. 

The results are given in Table 2. 


Tablk 2. 

Glycogen contents of the adductor muscles. 



Number 

1 , 

Large 

adductor muscle 

1 Small adductor muscle 

Date 

of 

individuals 

Weight of 

Glycogen 

Glycogen, 

Weight of 

(ilycogen 

Gl>cog<*n, 


muscle in g. 

in g. 


muscle ing. 

in g. 

'^o 

Ociolx^r 

9th 

10 

24.0 

0.2679 

1.12 

9.0 

0.1289 

l.^ 

November 

lOlh 

r ~ 

11 

i 

24.2 

0.2686 

1.07 

11. 1 


1.29 


The figures show that a considerable difference is found in the 
amount of glycogen contained in these two muscles, and the small 
adductor muscle contains a greater amount of glycogen than the large; 
muscle, as in the case of lactic acid. 

The real values of glycogen content as well as lactic acid content 
in normal condition cannot be obtained, for instance owing to unavoid- 
able stimulation applied to the adductor muscles, when these are 
removed from the shell. In addition to this disturbance just stated, 
it is nt'cessary to consider the spawning season in my experiment, 
since during this period the shell movement becomes more active, as 
Neijson (1920, 1921) has already observed, and as my material was 
collected during such a season, it inevitably follows that the glycogen 
content in muscles in the other seasons may show more or less dif- 
ference from the values here given. 

Z) POST-MORTAL PRODUCTION OF LACTIC AC ID IN THE 
LARGE AND SMAI.L ADDUCTOR MUSn.KS, 

forth (1915) investigated the production of lactic acid during 
autolysis of normal human muscle and liver compared with those taken 
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0.1166 ' 0,1695 I 0.0606 | 
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from a patient who died of diabetes, and found that the latter yield 
a smaller amount of lactic acid than the normal tissues. 

In 1927, Schmitt-Krahmer observed the post-mortal production of 
lactic acid in the several kinds of muscle of piKeon and chick, and 
reported that the acid production varies with different muscles which 
are functionally different. 

Ritchie (1926) observed in the muscles of three species of fish, 
that the amount of lactic acid produced during rigor mortis (suspended 
in phosphate solution) is correlated to the relative activity of the species. 

My own observations on the post-mortal production of lactic acid 
in both adductor muscles in the oyster are now given. 

A) iMctic acid production in the muscles incubated at 45*-48’C. 

The two kinds of muscle freshly collected were separately placed 

in an open dish, and then incubated for 3 hours in the incubator 
saturated with moistun^ to prevent the escape of water from the 
muscle. 

The results of determination are given in Table 3. 

As the control, the content of acid was immediate!} determined 
on a portion of the same samples, which were incubated. 

From these data, the post-mortal production of lactic acid is much 
greater than that found in the fresh condition, and the small adductor 
muscle produced a greater amount of acid than the large adductor 
muscle. 

This result thus agrees in gen€.Tal with th(» results obtained, for 
instance, by Fletcher (1907, 1911) who reported that the lactic acid 
production is gradually increased during incubation at several grades 
of temperature up to 38° C. 

B) Lactic acid production per hour from each adductor muscle incubated 

at 3r-3ffC 

Lactic acid was estimated at successive hours after incubation (20 
min., 40 min., 1, 1.5, 2.5, 3.5, 6 and 7 hrs. respectively). The results 
obtained from both the large and small adductor muscles are given 
separately in Table 4 and 5, and the same data are plotted in 
Fig. 1. 

With the increase in time after incubation both the large and 
small adductor muscles show steady increase in acid production. I 
further noticed that the small adductor muscle produces a much greater 
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Table 4. 

Lactic acid production of the large adductor muscle incubated 
in the thermostat (37®-38®C). 






Body weight in g. 




Hours 

after 


60.6 



30.0 



46.3 


incubation 

Weight 

Lactic 

Lactic 

Weight 

I.,actic 

Lactic 

Weight 

I-actic 

Lactic 


of mus- 

acid 

acid, 

of mus- 

acid 

acid, 

of mus- 

arid 

acid. 


rle in g. 

in mg. 

% 

cle in g. 

in mg. 


cle in g. 

in mg. 


In fresh 
material 

0.5503 

0.2028 

0.0369 

0.3823 

0.1736 

0.0464 

0.3976 

0.2076 

0.0522 

20 min. 

0.3752 

0.2116 

0.0664 




0.3447 

0.2.T66 

0.068.S 

40 min. 




0.2830 

0.2406 

0.0850 




1 hr. 

0..3709 

0.2620 

0.0670 




0.3C27 

0.2290 

1 _ 

0.0758 

1.5 hrs. 




0.4205 

0.3608 

0.08.34 




2.5 hrs. 

0.4509 

0.3626 

0.0782 




0.25.36 

0,22.30 

0.0879 

3.5 hrs. 




0.2706 

0.2806 

0.1064 

i 



6.0 hrs. 







0..3691 

0..S200 

0.0867 

6.6 hrs. 




0.2565 

0.4176 

0.16.34 




7.0 hrs. 

0.57,33 

0.5990 

0.1048 








Table 5. 

Lactic acid production of the small adductor muscle incubated 
in the thermostat (*{7 '-38''C). 






Bt)dy 

W'eight 

in g. 




Hours 

after 


57.4 



60.6 



66.8 


incubation 

Weight 
of mus- 
cle in g. 

Lactic 
acid 
in mg. 

Lactic 

acid, 

% 

Weight 
of mus- 
cle in g. 

Lactic 
acid 
in mg. 

Lactic 

acid, 

'fo 

Weight 
of mas- 
cle in g. 

Lactic 
acid 
in mg. 

Lactic 

acid, 

r O 

In fre.sh 
material 

0..3676 

0.2965 

0.0826 

0.3053 

0.2943 

0.0964 

0..3483 

0.4594 

0.1.319 

1 hr. 




o..m3 

0.4566 

.J 

0.1342 

i 



2 hrs. 

0..346r 

" 

0.4614 

0. 1.^37 







.3 hrs. 





0..3619 

0.7484 

0.2127 

0.2,381 

1 

0.4436 

0.1863 

5 hrs. 

0.4180 

0.7.367j 

0.1762 







6 hrs. 




0.2834 

0.7163 

0.2624 

0.1920 

0.5441 

0.2834 
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Time in kcnM. 

Fig. 1. Showing the post-mortal lactic add production in the targe and 
small adductor oniscles Incubated at 37*-38* C. 

amount of acid than the large adductor muscle throughout entire period 
at incubation. 

Although there is a strong tendency in the large adductor muscle 
to relatively greater formation of acid during the earlier period of 
incubation, such a tendency is not evident in the case of the small 
adductor musde. 

This difference in the production of acid in each adductor muscle, 
seems to indicate that these two muscles differ functionally from each 
other, as Boyland (1928) has already pointed out in these two kinds 
of muscle of Pecten. 

3) LACTIC ACID CONTENT IN THE ADDUCTOR MUSCLES 

Fatigued by loading. 

It is genenriy belkNed Uiat fontwtkm of lactic acid is affected by 
the mtoUttt of vitoFk done by Uie muscle and that a relatively greatcf 
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amount is found in fatigued muscle (Fi-etcher and Hopkins 1907, 
Meyerhof 1921). 

To determine whether or not this statement is also true with the 
muscles of the oyster the following experiment was made. 

2-7kgms. of weight were hung at the margin of one side of the 
shells and the other shell was fixed on the support. The oyster thus 
prepared, was kept in a large vessel which was filled with running 
sea water. 

The shell movement of the oyster was recordc'd by the kymo- 
graphic method. The oyster under such circumstance shows vigorous 
shell movement in rapid succession, but sooner or later its motion 
stops entirely, owing probably to the fatigue of the muscles concerned. 
At this period, the adductor muscles werc‘ removed from the oyster 
and the estimation of lactic acid was carried out in the same way as 
previously stated. The results obtained are given in Table 6. 


Table 6. 

Lactic acid contents in the adductor muscle fatigued by loading. 


Body 
weight j 
in g. 

Large adductor muscle 

Small adductor muscle 

Weight 

Time in 


Weight 
of mus- 
cle in g. 

Lactic 
acid 
in mg. 

lactic 

acid, 

% 

Weight 
of mus- 
cle in g. 

1 Lactic 
acid 
' in mg. 

1 Lactic 
and, 

% 

of 

load- 

ing 

hours of 
load- 
ing 


82 

0.3107 

0.2211 

0.0712 

0.2985 

1 0.3656 

0.1226 

6 

28 

Sinnll adnuctoL 
muHcle wtui cut 
liv loiidliif;. 

27 

O.SSOOj 

0.8094 

0.0814 

0..SI6S 

0.3858 

, 0.1213 

2 

84 


88 

0.4003 

0.4277 

0.0929 

0.4231 

0.4744 

1 0,1074 

7 

60 


25 

0.4290 

0.4256 

0.0985 

0.4827 

0.4420 

0.0916 

5 

24 


40 

0.8279 

0.4808 

0.1466. 

0.6274 

0.4865 

0.0923 

7 

48 


46 

0.3516 

0.6319 

0.1798 

0.3466 

0.6930 

0.1711 

5 

24 

Small iidchutor 
muacle wna cut 
by loadluK. 

Mean 



0.ni7| 



0.1361 





The figures given in Table 6 indicate that the lactic acid content 
of each adductor muscle widely varies among the individuals, but in 
every instance it is greater than that found in the muscles in normal 
condition. The mean values of acid content are given in the following: 
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fatigued normal (stH' page 196) 
Large adductor musie 0.11179^ 0.060494 

Small adductor muscle 0.1361 0.1012 9^ 

The lactic acid content of the large adductor muscle is slightly 
less than that of the small adductor muscle, contrasted with much 
greater difference found in the normal fresh muscles : in other words 
the acid production is greater in the large adductor muscle than in 
the small adductor muscle as the result of fatigue. 

This difference in the rate of formation of acid seems to mean 
that the work done by the large adductor muscle is greater, as the 
result of fatigue, than that done by the small adductor muscle. 

From the data shown by the experiment, it may be considered 
that the small adductor muscle of the oyster post mortem can i)roduce 
a greater amount of lactic acid than the large adductor muscle, as 
Boyland (1928) found in the Pecten muscle, but does not so much 
work as done by the large adductor muscle under loading. 

In concluding, I wish to express my sincere thanks to Prof. S. 
Hatai and the late Assist. Prof. K. Okazaki for their valuable 
suggestions and encouragement during the work. 

Summary. 

1) Lactic acid was estimated in the large and small adductor 
muscles of the oyster, Ostrea circumpicta Pll^, and a few observations 
on the glycogen content of these two muscles were made of the 
materials collected during the months of October and November. 

2) In the fresh condition, the small adductor muscle contains more 
lactic acid than the large adductor muscle, and the same relation was 
also found on glycogen content. 

3) The post-mortal production of lactic acid in th<*se two muscles, 
which were incubated at 45°~48^C. for 3 hours, is much greater than 
those in the fresh condition, and the small adductor mu.scle produces 
a much greater amount of acid than the large adductor muscle. 

4) In the post-mortal production of the acid in the successive 
hours of incubation at 37" 38"C., the small adductor muscle produced 
at all periods a much greater amount of acid than the large adductor 
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muscle. A strong tendency of increased acid production is found in 
the large adductor muscle at the beginning of incubation, but such 
tendency is not evident in the small adductor muscle. 

5) In the muscles fatigued by loading 2-7kgms. of weight, the 
lactic acid content of the large adductor muscle is slightly less than 
that of the small adductor muscle, though greater in both than in 
the normal muscles. The acid production under loading is greater in 
the large adductor muscle than in the small adductor muscle. 
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Studies on the pH and the CO^-Content of the Blood, 
Pericardial Fluid, and the Body Fluid of the Oyster 
with Special Reference to their Response to 
the Altered Condition of Sea Water. 


By 


Seiji Kokubo. 

(Marine Biological Station of the T6hoku Imperial University, 
Asamushi, A<»mori-ken) 


iNTRODUCriQN. 

The present investigation has been intended not only to secure 
the definite data in regard to the hydi'ogen ion concentration and the 
COfContent in the blood, pericardial fluid, and the body fluid of the 
oyster, but also to define the relation which exists between the afore 
mentioned fluids and sea water, inasmuch as these fluids stand in close 
connection to each other in the Iwdy of the oyster. Furthermore the 
sea water which comprises the environmental medium of the animals 
may be thought to have some direct bearing upon these fluids, and 
hence the study of this relatbn must have an important bearing upon 
the physiology of the oyster. 

The saline solution used in the perfusion of the heart of higher 
animals has the pH closely allied to that of the pH of the blood. 
Whereas, according to the work of Takatsuki*’ which was under- 
taken in our laboratory, the oyster heart survives better in sea water 
than in the ordinary saline solution, continuing the pulsation as long 
as 14 days in some cast's, provided the proper temperature is maintained 
during the experiment. As is well known the composition of the 
blood of some low marine animals shows a close resemblance to the 
compo.sition of sea water. I have reported in my previous paper^ 
that the pH of the blood of Area (a large bivalve) shows a high 
alkalinity of pH 7.75 in ordinary cases, which closely resembles that 
of sea water and makes a distinct wntrast with that of the marine 
fishes which have a much lower pH than this value. I presumed the 
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long survival of the oyster heart in sea water may be due to the 
similarity of chemical composition of these solutions, though it was 
found on the contrary that the blood, pericardial fluid, and body fluid 
have no similarity to th(» sea water so far as the value of pH is 
concerned. 

CoLLiP^^ found that the coclomic fluid of Mya arenaria alters 
its components, especially its COrcontent, by exposing the animal to 
s(^me gas instead of water, and he stated that this change may be 
attributed to the increase of alkali reserve of coelomic fluid from the 
dissolution of shell carbonate, on account of an increase of CO, in 
the blood by respiration. Although this is an interesting study, it is 
to be regretted that the method employed here was relatively rough 
and also lacked the determination of pH of his ‘ clam juice In my 
present investigation the pH and COs-content of (1) Blood, (2) Peri- 
cardial fluid, and (3) Body fluid were determined with a view to find 
the relation existing between these fluids and the sea water by placing 
the oyster in different experimental conditions. 
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I. Material. 

The material employed was a Japanese oyster, Ostraea drcumpicta 
PiLS. which is found in quantities in the near vicinity of our station. 

The heart is situated just above the adductor muscle suspended in 
the pericardial fluid which fills the pericardial cavity. The pericardial 
cavity is triangular shaped, and has a length of about 20 mm. in a 
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Specimen of 10 to 15 cm. in shell length. In such a specimen the 
heart becomes as large as 15 mm. in diameter when fully expanded, 
filling the whole pericardial cavity. 

To obtain the pericardial fluid, a syringe needle was inserted 
carefully into the cavity so as not to harm the heart and then the 
fluid was gently drawn out. In a large specimen such as exceeds 
15 cm. in length 1.5 cc. of the fluid can be obtained at one time. 
Though the pericardial cavity becomes empty after this CfJlection. it 
will be refilled by the fluid after 3 -5 minutes. h]ven when this second 
accumulated fluid is taken off, the cavity will be filled thrice by the 
fluid in the course' of 30 minutes. 'Khus some 15 cc. of fluid can he 
collected from a single oyster by successive collections. The fluid 
cellected secondly or thii-dly is likely to be of the same character as 
that first taken, and no differences are found in the value of pH when 
compared with one another. However, the fluid shows an incn'ase of 
about 0.1-().2 in pH, one to several hours after the cavity is opc^ned. 
Such increase of pH whi<*h is also s<‘en ‘ in vitro ’ is presumably be 
attributed to the evaporation of free COg from the fluid. 

The blood is collected by inserting the syringe needhi into the 
heart which is suspended in the pericardial fluid. 15 cc. of blood can 
be collected when a large specimen is used. Although the heart 
usually shrinks after a blood collection, it swells again after a whihi 
and hence t to 6 cc. of blood is obtainable, provided the syringe ncvdle 
remains in the heart. Th<' heart beat continues even after such a 
quantity of blood is withdrawn, but it does not swell so much as 
before. 

The body fluid is a juice* which oozes out from the body tissue 
when the shell is opened. Strictly speaking, this juice is a mixture 
of tissue juice, blood, and sea water which remains around the mantle 
and gills. The body fluid should be collected before other fluids, as 
it will be abnormally mixed with blood and p(‘ricardial fluid when th(j 
pericardial cavity is perforated. 

To collect these fluids from the specimen the shell was carefully 
opened so as not to harm the pericardium, and after removing the 
sea water from the mantle cavity, body fluid was collected in a test 
tube, and both the blood and pericardial fluid were carefuly collected 
in the manner already stated, avoiding at the same time contact with 
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air, and by previously filling a syringe needle with paraffin oil. The 
fluids thus collected were transferred into the test tube under the 
paraffin oil. 


II. Method. 

a. Preparation of the breathing water. To change the pH and 
the CO|-content of the blood and pericardial fluid ‘ in vivo the oyster 
was placed for a definite time in sea water in which was addl'd a 
certain quantity of acid or alkali with a view to decrease or increase 
the hydrogen ion c/)ncentration. The sea water used for experiment 
was the tap water of the laboratory with the specific gravity of 1.0228 
to 1.0245 in varying temperatures and the alkalinity of pH 7.90 to 
8.20 in the course of experiment. Two litres of sea water to which 
an adequate quantity of HCl or NaOH was added was taken in a 
glass jar measuring about 23 cm. in diamer and 13 cm. in depth, and 
the oyster was submitted to respiration in this jar. The water was 
changed during the experiment when needed. 

For the acid experiment three gradients of acidity were chosen, 
that is pH 5.00, pH 3.00, and pH 1.20. For the alkali experiment 
also, three gradients of pH 9.00, n/100, and n/50 solution of NaOH 
made with sea water were used. White precipiUite of magnessium 
hydroxide produced by the addition of alkali was removed and the 
titer was titrated against half normal oxalic acid solution. 

6. Determination of pH. The pH of the blood, pericardial, 
and body fluid was for the most part determined colorimetrically. To 
the blood placed under the paraffin oil in the test tube was added 
an indicator and the colour was compared with the standard colour. 
In normal cases the phenol red was preferred as the indicator, although 
brom thymol blue or thymol blue was used in cases where the acidity 
or alkalinity was altered by an addition of acid or alkali. As the 
blood, pericardial fluid, and body fluid have no considerable turbidity 
the colorimetrical determination was successfuUy performed. By this 
method, however, the results may be accompanied by the salt or 
protein error, so that the pH was also determined by measuring the 
EMF by the gas chain method for correcting the errors just 
mentioned. 
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The measurement of EMF in blood and other fluids of oyster 
was anticipated to be very difficult on account of its poor buffer, but 
contrary to my anticipation the EMF was found to be measured 
with much ease, as well as with stability and accuracy. 

The electrode employed in the present investiga- 
tion was a micro electrode which was devised by 
me for the object of measuring the pH of blood 
{Fig. 1). This electrode has a cylindrical form 
measuring 5 cm. in length and 0.9 cm. in diameter 
and makes possible the pH determination by using 
1 cc. of the sample. A small piston (a) with pla- 
tinum electrode slides freely inside the small cylinder 
(b). In using the electrode the piston (a) is first 
removed and then the capillary tube (c) is covered 
by a small rubber cup (d). After pouring the sample 
into the tube (b) the piston (a) is inserted and the 
rubber cup (d) is taken off. The piston of the 
platinum electrode in the tube can be kept any- 
where wanted by fixing the sliding piston with a 
clip (e) attached. For the introduction of hydrogen 
gas a capillary tube connected with KiPP’s apparatus 
is inserted into the cylinder through the tube (c). 

When the platinum black is saturated with hydrogen, 
the piston (a) is pushed slightly, and naturally a 
small portion of the fluid drops from the tube (c). Herewith the 
electrodfj is immersed in the KCl solution by th(? tube (c), and E M 
F is measured by a potentiometer in the ordinary way. If, in this 
case, the electrode is filled with a sample with an indicator, it may 
be compared with a pH colorimeter and both the electrometric and 
colorimetric determinations can be simultaneously accomplished. The 
special advantages of this electrode are first that it netxis no agar 
tube in connecting the sample with the KCI vessel and secondly that 
the temperature of KCl can be taken as the temperature of the 
measuring H sample, inasmuch as the lower half of the electrode may 
be dipped into the KCl solution. If this electrode were made smaller, 
0.5 or 0.2 cc. of sample would be enough for each determination. 

In the present investigation the gas chain arrangement was standar- 
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dized at least three times a day against standard acetate solution 
before, during, and after the work. In each determination 7 EMF 
readings were taken within 30 minutes, and the change of EMF in 
the range of 1/10 millivolt was carefully observed and averaged. 

c. Determination of COrcontent, The C02"content has been de- 
termined by a manometric blood gas apparatus of Van Slyke. The 
pipette of our apparatus was of 50 cc. content. Sample used was 1 cc. 
for each determination, ‘S’ i. e. the volume of solution in extracting 
chamber was 3.5 cc, ‘ a ’ i. e. the volume of gas when the manometer 
is read at t° was 2.0 cc. The factor ‘ i ’ has been assumed to be 
1.017. Therefore voWo factor was taken from Van Slyke’s article 
without making any modification. ‘ C ’ correction was determined to 
be 1.2 mm for an addition of 0.2 cc of 5 n NaOH solution. 


III. RESur;rs. 

A. THE pH OF THE BLOOD, PERICARDIAL FLUID, AND 
BODY FLUID MEASURED COLORIMETRIC ALLY. 

1. Thv pH of the Blood. 

87 determinations (53 determinations given in -table 1, and 34 
determinations given in table 5) which wen* made? on the normal 
individuals showed a pH value of 7.24 in mean. The highest value 
of all the determinations has been found to be pH 7.80, which was 
observed in the cases of early winter given in Table 5 (specimen 
No. 27--34), and the lowest value of all has been found to be pH 
6.70 which was observed in the case of No. 16 given in Table 1. 
All these determinations, however, are considered better divided into 
the following four groups, inasmuch as they were made out in four 
different seasons. 


Season ] pH value 

(1) Early summer ; pll 7.16±0.023 

(2) Midsummer 1 pi I 7.88±0.067 

(3) Early autumn i pH 7.18±0.078 

(4) Early winter j pH 7.68i0.068 


Date of experiment 

VII, 31 VIII, to 4 (Table 1, No. 2-54) 

I VIII, 14 (Table 5, No. 1 20) 

I X, 2-15 (Table 5; N<». 21-26) 

j XI, 19 (Table 6, No. 27-34) 


From the figures given above one will be struck by the presence 
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of a strong tendency showing a regular s<^asonal change, with the 
exception of early autumn, in which a slight decrease of pH is shown. 
This decrease in early autumn may possibly be the outcom(‘ of a 
comparatively less number of determinations. At any rate, the rise 
of the pH in early winter is evident, as can be seen from the regu- 
larity of figures secured in that season. Therefore it may be said 
that the pH of the blood of oyster shows a sc'asonal variation, de- 
creasing in early summer and increasing in early winter. 

Further details I'egarding the pH of each season will bt' given in 
the following. 

a. The pH in early summer (Table 1). Fifty three determinations 
which have been made on tht' normal individuals in June an' enume- 
rated in Table t. Th<‘ highest value and tlu' lowest value among 
these deUTminations showed pH 7.(i0 (No. 41) and pH b.70 (No. Hi) 
respectively, with the value of 7.15 in mean. Accordingly most indivi- 
duals indicated a w<‘ak alkalinity, ('xcept in five cases in which the 
pH values arc' lower than nc'utral. Treating these' fifty thrc'c' figures 
more correctly on the basis of the theory of probablit>, the' mean 
error of each detc^rmination was found to be ±0.023. The pH of 
the oyster blood, therefore, may be bc'st represented by pH 7.15 ± 
0.023 so far as the presc'nt series of dc'termination arc' t'oncernc'd. 

b. The pH in midsummer (Table 5, No. 1-20). The result of 
20 determinations made' on the specimens collc'cted in the I'arly half 
of August are givc'n in Table* 5. The highest and the* lowest values 
among these dc'tc'rminations shewed pH 7.65 (No. S, No. 9) and pH 
6.80 (No. 7, No. 15) respeelivedy, showing the* pH value of 7.33 in 
moan. The* mean e'rror of the im'an was ±0.067, showing the'se* 
figures of somewhat largc'r magnitude than in the case's of early 
summer. And in this ease, there'fore, the pH 7.33±0.(Ki7 may be* 
taken as the most correct value fore the midsumme'r sample's. 

c. The pH in early autumn (Table; 5, No. 21 -26). Six dete'i- 
minations have been made on the spee*imens which we're collc'cted in 
the early half of September. The highest and the lowc'st values were 
pH 7.45 and pH 6.90 repectively. The mean value which showc'd 
pH 7.18 was lowcT than that of midsummmer. ihe mean e'rror of 
each determination has been found tej be i0.19 and the mean errejr 
of the mean to be ±0.078, showing these figures to be the* large'st 
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of all the seasons. And hence the pH of the blood of this season 
becomes pH 7.18 ±0.078. 

d. The pH in early winter (Table 5, No. 27-34). The pH of 
the blood in this season has been determined on 8 specimens which 
were collected on Sept. 19. The highest value in this season showed 
a pH as high as 7.80, which has never been found in any of the 
other seasons. The lowest value was by far higher than those of the 
other seasons, indicating pH 7.30. And in consequence, the mean 
value was found to show the highest of all the seasons ever determined, 
giving pH 7.60. The mean errors of each determination and the 
mean error of the mean have been found to be ±0.18 and ±0.065 
respectively, showing that these figures are by far smaller than those 
of the former case. The pH of the blood in this season is best 
represented by pH 7.68 ±0.065. 

TABLE 1. 


No. 

Temp. 

Air i Wat. 

Specif*! 
grav. j . _ 

wirlWater 

P 

Blood 

H 

Peric. 

fl. 

1 Oyster 

Body ! Leng- Bread* 
11. ' th ! th 

June 1928 

Date j Hour 

1 

13.6 

13.8 

2.3.00 

8.16 



6.90 


13.8 

6.6 

o 

11.00 

a m 

2 

If 


11 

II 

7.20 

7. .TO 

— 

12.0 

7.5 

.3 

11. .TO 

II 

3 

II 


23.10 

II 

7.30 

7.20 

7. .TO 

11.6 

8.0 

3 

11.40 

II 

4 





7.20 

7.30 

— 

13.0 

8.6 

3 

11.60 


G 

II 

11 

23.10 

99 

7..'50 

7.20 




3 

4.65 

p m 

6 

13.4 

13.0 

23.40 


6.80 

6.80 

6.76 

11.6 

7.5 

4 

4.00 

p m 

7 

II 

II 

II 

if 

7.10 

7.20 


10.0 

7.0 

4 

1.30 

If 

8 

II 

,, 

II 

If 

7.20 

7.20 

— 

12.0 

6.0 

4 

2.00 

If 

9 

If 

If 

II 

11 

7.10 

7.10 

7.10 

11.0 

7.0 

4 

.T.OO 

II 

10 

II 


23.. 30 


7.10 

7.10 

— 

9.6 

6.8 

6 

4.10 


11 

13.9 

12.7 


8.10 

7.26 

7.. TO 

— 

11.0 

7.0 

6 

9.00 

a m 

12 

II 

II 

II 


7.46 

7.40 

— 

16.0 

9.3 

5 

10..T0 

II 

13 I 

II 

II 

11 

II 

7,10 

7.00 

7.00 

13.2 

10.0 

6 

11.00 

fl 

14 i 

17.5 

13.1 

99 

*• 

7.00 

7.00 



11.0 

8.0 

5 

4.00 

p m 

16 ! 


18.2 

If 


i 7.20 : 

1 7.20 

7.20 

12.0 

9.0 

6 

4.30 


16 

16.1 

14.0 

23.60 

8.16 

6,70 1 

1 6.70 

— 

12.6 

0.0 

6 

2.00 

II 

17 

II 

99 

II 

If 

7.00 

i 6.90 



9.6 ! 

6.0 

6 

2.10 

If 

18 j 

•1 

9 9 


If 

7.30 

7.20 

7.40 

13.0 1 

6.5 

6 

.3.00 


10 

17.6 

14.0 

•I 

7.90 

7.40 

7.36 

7.40 1 

13.0 

10.0 

7 

9.00 

a m 

20 

18.0 


j 23.60 

If 

6,80 

6.80 

7.10 

10.0 

8.6 

7 

9.30 

II 

21 

II 


II 

II 

7.30 

7.20 i 

7.10 

12.0 

6.5 

7 

2.00 

p m 

22 

II 

II 

II 

II 

7,10 

7.00 

7.00 

8.6 

7.0 

7 

2.^ 

If 

23 

18.0 


II 

8.20 

7.10 

7.10 

— 

13.0 

8.5 

7 

4.00 

II 

24 


II 

II 

11 

7.30 

7.20 i 

7.10 

9.6 

7.0 

7 

4.30 

II 

26 

** 

„ 

24.00 

If 

1 7.10 

7.10 

7.00 

11.0 

9.0 

8 

8.00 

a m 

26 

If 

II 

II 

II 

7.20 

7.10 1 

7.10 

11.0 

9.5 

8 

9.00 

II 

27 i 

19.0 

II 

II 

II 

7.30 

7.30 1 

7.30 

10.0 

8.6 

8 

9.20 

II 
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No. 

Temp. 

Specif. 

«rav. 

of 

water 

pH 

Body 
fl. ! 

Oyster j 

I-.eng“ .Bread*' 
th 1 th i 

June 1928 

Air 

Wat. 

Water 

Blood 

Peric. 

fl. 

Date 

Hour 

28 

19.0 

14.0 

24.00 

8.20 

7.20 

7.00 

6.80 i 

11.0 ! 

7.5 1 

8 

11 .00 a m 

29 

19.5 

1. 

II 

8.10 

7.10 

7.05 

7.00 

9.0 1 

6.6 ! 

8 

10.00 .. 

.SO 

21.0 

*• 


II 

7.. 30 

7.30 

7.20 

11.0 

7,0 1 

8 

11.00 .. 

31 

»* 

16.0 

2.3.10 

II 

7.20 

7.20 

7.10 

10.0 

7.6 

9 

1 . 30 p m 

S2 


II 


If 

7.00 

6.90 

6.90 

10.6 

6.0 

9 

3.00', I 

33 

»« 

II 

f 1 

If 

7.00 

6.90 

6.90 

12.0 

10.0 

9 

4..30 

34 


II 

II 

7.90 

7.;io 

7.20 

7.20 

9.0 

4.2 ' 

9 

4.40 I, 

35 


II 

II 

11 

7.00 

6.80 

6.80 

10.5 

6.6 ; 

9 

5.00 I. 

36 

20.0 

14.6 

24.00 

II 

7.10 

7.06 

7.06 

1.3.6 

8.0 : 

12 

9.00 a ill 

37 



II 

II 

7.30 

7.10 

7.20 

12.6 

9.0 

12 

9.. ‘to „ 

38 

20.5 

II 


II 

7.10 

7.10 

7.10 

12.0 

8.8 : 

12 

10.30 

39 

21.0 


II 

II 

7.26 

|7.10 

7.00 

12.0 

8.6 

12 

11.00 

40 


It 

II 

• 1 

7.10 

7.00 

7.10 

10.0 

7.6 1 

12 

1 .00 p m 

41 

1 ** 

II 

II 

II 

7.60 

7.60 

1 7.60 1 

9.0 

7.0 i 

12 

2.00 „ 

42 

1 19.0 

II 

II 

II 

7.30 

7. .30 

j 7.20 

11.0 

7.0 1 

12 

6.. 30 „ 

43 

II 

II 

II 


7. .30 

7.. 30 

1 7.40 

9.0 

7.0 

12 

i 6.00 .. 

44 

1 I* 

II 

II 

II 

6.90 

6.90 

6.90 

13.0 1 

9.2 1 

12 

' C.IO .. 

46 

i " 

16«6 

24.10 

8.20 

7.10 

7.06 

1 7.10 

8.6 

7.6 ! 

13 

; 8. .30 am 

46 

1 

II 

II 

• 1 

II 

7. .30 

1 7.10 

, 7.30 

i 12.5 

7.0 1 

13 

, 8.00 

47 

i 19.5 

II 

II 

II 

7,06 

1 7.00 

1 7.00 

: 14.0 

7.6 

13 

, 10.:.!0 

48 

1 •• 

II 

II 

II 

7.10 

: 7.05 

1 7.10 

i 16.0 

7.6 ! 

13 

; 11.00 „ 

49 

1 1* 

II 

II 

II 

7.00 

; 7.10 

1 7.10 

i 11.0 

7.6 ; 

13 

; 11.20 

60 

1 ’’ 

•1 

II 

II 

6.90 

' 0.90 

1 6.90 

1 16.0 

: 9.0 , 

13 

: 11. ••!0 

61 


II 

II 

II 

7.20 

i 7.20 

! 7.30 

12.0 

j 8.6 i 

13 

' 1.40 

62 

i •» 

II 

II 

II 

7.30 

1 7.20 

7.30 

12.0 

6.6 : 

13 

1.46 „ 

53 

! -• 

II 

II 

II 

7.40 

: 7.40 

7.40 

1 10.0 

8.0 ' 

13 

2.00 

54 

! •’ 

II 

II 

II 

6.80 

1 6.76 

i 7.00 

1 n.o 

7.5 

13 

2. .30 „ 


2. The pH of the Pericardial Fluid. 


Eighty eight determinations which have been made on the normal 
individuals showed a pH value of 7.16 in mean. These determinations 
are now classified into four groups according to the season. 


Season 

pH 


Date of experiment 

(1) Early summer 

pH7.10±0.024 1 

1 VII, 31 to VIII, 4 CTalile 1, No. 1-60) 

(2) Midsummer 

pH 7,13±0.062 

j VIII, 14 

(Table 6, No. 1-20; 

(3) Early autumn 

pll 7.12±0.096 

IX. 2-16 

(Table 6, No. 21-25) 

(4) Early winter 

pH 7,69±0.076 

XT. 19 

(Table 5, No. 27-34) 


The pH of the pericardial fluid shows a close simility to that of 
the blood, and consequently similar seasonal changes are also shown, 
that is, the value of pH increases from early summer towards early 
winter with the exception of early autumn, where it shows a slight 






216 


S. KOKUBO 


decrease as in the case of the blood. 

a. The pH in early summer (Table 1). According to the 54 
determinations which were made on the specimens collected in the 
early half of June the highest pH of the pericardial fluid is found to 
be pH 7.50 (No. 41) and the lowest value pH 6.70 (No. 16) with pH 
7.10 in mean. Although the pH varied in a range of from pH 7.00 
to 7.40 in the majority of cases, 11 individuals showed a faint acid 
reaction. The mean error of each detennination showed ±0.18, a 
little less than that of the blood, and the mean error of the mean 
has been found to be ±0.024, showing a little higher value than that 
of the blood. And hence the pH of pericardial fluid is most correctly 
represented by pH 7.10 ±0.021. 

fe. The pH in midsummer (Table 5, No. 1-20). Among 20 
determinations given in the Table 5, we find pH 7.60 in maximum, 
pH 6.80 in minimum, and pH 7.13 in mean. Naturally the pH value 
was found to be above the neutral in most cases, with 5 exceptions 
in which the pH were b(4ow neutral, showing a faint alkali reaction. 
The mean error of each determination show('d ±0.28 and the mean 
error of the mean has been found to be ±0.062, showing somewhat 
larger magnitudes than those of the cases in early summer. Therefore 
the pH of the pericardial fluid is most correctly represtmted by pH 
7.1 3 ±0.062 in this season. 

c. The pH in early autumn (Table 5, No. 21 ^26). The pH in 
eaily autumn was determined on the sL\ individuals which were collected 
in the early half of September. The highest and the lowest value in 
this season are found to be the pH 7.10 and pH 6.75 respectively, 
showing a mean value of pH 7.12. The mean error of each deter- 
mination showed ±0.23, and the mean error of the mean showed 

1 0.095, the latter showing thci largest value among the four seasons. 
The pH of the pericardial fluid in this season is represented most 
correctly by pH 7.12 ±0.095. 

d. The pH in early winter (Table 5, No. 27-34). Eight deter- 
minations have been made on the specimen colk»cted in this season. 
The highest and the lowest values showed pH 7.80 and pH 7.20 
respectively. The mean value showed a pH of 7.59 which was the 
highest mean of all seasons ever determined, and indicated the presence 
of distinct increase in pH in this season. The mean error of each 
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dotermination and the ern)r of the mean showed ±0.21 and ±0.076 
respectively. Therefore the pH of the pericardial Hu id in this st'ason 
can be regarded to be pH 7.59 ± 0.076. 

From what has just been mentioned it follows that the pH of the 
pericardial fluid of the oyster shows a seasonal change, indicating the 
highest value in early winter and the lowest value in ('arly summt‘r. 
And the pH of the pericardial fluid shows a faint alkali reaction (wen 
though the alkalinity is a little less than that of th(' blood. 

3. The pH of the Body Fluid. 

The pH of the body fluid has been determined on 41 different 
individuals, and it was found to be 7.50 in maximum, 6.70 in minimum 
and 7.11 in mean. Among 41 determinations 7 case's showed a pH 
below 7.00. The mean error of each determination showed ±0.19 
indicating a little larger value than in the case of the blood and 
pericardial fluid. The mean error of the mean also showed the small 
value of ±0.029, and hence th(' pH of the body fluid becomes 7.11 
±0.029. 

According to the present 41 determinations th(' pH of th(' body 
fluid was found to be a little lower than that of the blood and (he 
pericardial fluid. A comparisem of th<' pH of the three' fluids is as 
follows : 

1) Blood pH 7.21 (mean of all determinations) 

2) Pericardial fluid pH 7.16 ( ditto ) 

3) Body fluid pH 7.11 ( ditto ). 

B. THE pH OF THE BLOOD, PEHICAIHHAL KfAJID, AND THE 
BODY KI.UID MEASURED BY A GAS CHAIN METHOD. 

The pH of the blood, pericardial fluid, and the body fluid m^'asured 
colorimetrically cannot be considered as the true pH value f)f these 
fluids because they contain proteins and salts which may produce 
errors on the colorimetric reading of these fluids. Accordingly the 
pH of the same samples has been determined both by the gas chain 
method and the colorimetrical method simultaneously, and the errors 
were calculated from these results. 
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The blood and pericardial fluid of the oyster tend to change their 
pH during the experimental treatment by the loss of CO*. The 
material once used for colorimetric reading was again employed for 
both colorimetric and gas chain method, since the pH changes usually 
before gas chain determination is made, thus giving a slightly higher 
alkalinity than its initial value. During the second determination two 
colorimetric readings were taken and they were listed in the table 
(Table 2). That the samples change their pH during the gas chain 
experiment is known from the colour tones at the beginning and at 
the end of each determination. This may be due to the loss of CO* 
diffusing into the H gas which was introduced into the electrode to 
saturate the platinum black. However such changes, if any, arc very 
small, and in su(*h cases the pH values were observed before and 
after each determination and two readings were averaged. 

The standardization of my gas chain system showed in most cases 
E M F 515 m v (18°) and sometimes 514 m v (18°) against Michaelis’ 
standard acetate solution. Therefore this error measured carefully 
before and after each determination and the short E M F values were 
added to th(' E M F of the samples. To test the stability of E M F 
of oyster blood 1.5 cc. of blood was taken from a specimen on June 
6 th, 1928 and the E M F was estimated successively for 6 hours. 


The results were 

as follows: 


Cabo No. 

E M F (ir) 

Time elapse 

1 

660.0 

0 minute 

o 

669.8 

2 

a 

668.7 

5 M 

4 

660.3 

10 „ 

5 

668.8 

20 .. 

6 

660.0 

30 

7 

660.0 

1 hour 

S 

660.5 

2 „ 

» 

660.3 

3 „ 

10 

660.0 

6 .. 

11 

660.4 

6 M 

Mean 

669.8 




Having found by this determination the E M F of the oyster blood 
to be 659.8 m v in mean, 2 m v error of the gas chain was added to 
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this figure, thus obtaining the correct E M F 681.8 m v which corre- 
sponds to the pH 7.12 in this case. 

1. Determination of the Blood pH. 

Ten determinations have been made, the results being as follows. 


Table 2. 


I Change of E. M. F. (19®i (M. V) ‘o>' 

, in the course of determination (time in minuteb)^*^ . 

o _ c ^ ^ ^ 


pH 


I 0 


1 


a 


10 1 20 i no Mean 


c 
o 
E 


^•3 '^'1 ^s>4 2 ' £ Z i 


1 667. 7;668 . 3,668 . 8 668 . 9'668 . 8 667. 6,667. 7 668. 2 2 . 0;660. 2 7 . 09 7 . 1 6 - 0 . 06 7 . 1 0 36 
' ' ' ■ 
2671. 6671. 81671. 61671. 6671. 4 671 .4671. 467]. 6 2.0673.67. 837. 30:+0.0.‘17..30 .37 

I i : i ■ ' ; , ' i . 

.3668.01667.6,667.4667.7667.7667.6667.4667.6 2.0669. 67.267.27;-0.01 7.10 .38 

I i ! ! i > > > ' i 

4672.0672.0672.0672.0672.0672,0672.0672.01 2,0674.0i7,337..32 +0,01 7.26, .39 
djc67,0|667.4j668.1.(J68.l|6C8.0|667.8667.6(587.7, 2. 0C69.7j7.267.20|+0. 067.10 40 
0666.11666.4 666. olece. 2666. 9’666.4!666.0666.2 2.0 G68.27.22’7. 26:^0.03 7.20 .31 

7!662.3662.6'662.o! 662. 0661. 9661. 8661. 7;662.0i 2.0064.0 7.167.20 -0.047.00 32 

i , . , 1 , , 


8,660.7 660.1 


659. sleOO. 0660.0660.0660. 0660.1, 2.0 662.1 7.127.10 +0.026.90’ 44 

I : ! ; ; ’ * ' I . : 

9663.7,664.0664.21664.2664.2663.866.3.5663.9 2.0 665.97.197.201-0.01,7.10 48 

I i i , I ! • ' ' 1 

10671, 91072. 1:672. 0,671. 8671. 8671. 8671. 8671. 9 2.0673.97.337.33 0.007.20 51 


By the 10 determinations cited above the E M F of the oyster 
blood is known to be favourably determined by the hydrogen electrode. 
Comparing the pH obtained by the indicator method with that of the 
electrometric method, the former values are larger than the latter in 
some cases, and vice versa in other cases. Therefore the pn)tein error*, 
i. e., the figures showing the difference of pH of the two methods, 
appears on both sides of zero with equal magnitude and equal fre- 
quency. The mean of this value has doubtful significance, being as 
small as pH —0.003. Consequently it can be said that the oyster 
blood hardly shows any pix)tein error. 
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2. Determination of the pH of Pericardial Fluid. 

The pH of the pericardial fluid was estimated 6 times on the 
following specimens, No. 23-29, which were employed in the deter- 
mination by indicator. 


TABLE :L 


ChaoRo of K. M. F (!«') (M. V) 1 '3> 
iin tho rourbp of determination (lime in 

0 I 1 I 3 6 : 10 20 I 30 Mean gl.^l 

lUJ .c — 


pH 


6664. l|6e.3.6, 663. .ms..3 — l664.0;66.3.6i 

I I I ■ I * . 

2'666 . 1 666 . 4 666. 8 666 . 5666 . 4 666. 8!666. S 666. 4 

i I ' 1 ' ' 

.3{66l.l 601 .4661.6,661 .8661 .8661. 6|661.6|661. 6 
41667, 6 667. 7 668. 0668 1 668.1 667. 8;C67.fl'667.1t 

, , I 

5i668 . 8 668 . 3 668 . 2 668 , 2668 . 2^668 . 1 Ws . 1 668.3 
6;666,8666,0666.1056..3666..3|656.1|686.0'6&6.8 


b. 

li'S 

M 


8.0,666.07.21 

I 




|7.16 


I 


+0.05 


:5.0669.47.24j7.23.+0.01 
3.0664.6, 7. 17,7, 14[-0.03 
3.0670.1.7. 287.30|-0.02 

I ■ i 

2.6660.87.107.11-0.01 

' ' ' I 

2.6,668.87.077.071 O.OOl 


7.10 

7.10 

7.10 

7.30 

7.00 

7.06 


•s S 

° B 

CO 


23 

26 

26 

27 

28 
29 


In the six determinations tabulated above tbe pH differences which 
exists between the gas chain method and the colorimetric method 
shows a close resemblance to that of the blood. Protein error appears 
in plus side in some cases or minus side in other cases, and in still 
other cases its value is near zero. The mean value indicatiis such an 
inappreciable figure as pH +0.002. 


3. Determination of the pH of Body Fluid. 

The pH of the body fluid was determined .') times on the indivi- 
duals No, 48-!)2 which were used in the indicator method. 

As has been shown in the above table the protein error of body 
fluid is by far larger than that of the blood or pericardial fluid, 
amounting to pH —0.10 in mean. 
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TABLE 4. 


I Change of E.M.F. (19“HM. V.) „ 

■in the course of determination (lime in minutes 

‘ o S ^ 


3 


I 


10 I iiO I ;» Meanjl 


fc: ? 's S 

o ® S 

•M .t; o C 

2 ^ ^ i 

ou 


1j662.6662. 0662.3662. 6fi51.yfihl.8f»5LKf>6‘2.1 2 0 654. 1 6.98 7. 2« -0.227.20 48 
2 667 . 6'667 . 7 668 . 0 668 . (' 667 . 6 667 . 6*667 . 4 667 .6 2.0 f;69 . (i 7 . 26 7 . - 0. 1 4 7 . 40 49 
3660. 6 660. 6 660. 2650. 0 649. 7 649. 6|649. 6649.4 2.0 651 .46.9 ) 7. ()(' -0.05 6.90 50 
4 664 . 4 664 . 4 664 . 4 664 . 4 663 . 8 66.3. 6 663 . 5 664 . 1 2 . 0 666 . 1 7 , 1 9 7 . ‘.0 - 0 . 0 1 7 . 1 0 51 
5666.0666.2666.6666.1666.0666.0665.8666.1 2.0668.1 7. 227. .30 -0.087. .30 .52 


4. Comparison of the pH of Blood, Pericardial 
and Body Fluid. 

From what has just h(‘en mtmtioned it will b(* noticed that the 
pH values of the hlood, p(»ricardial fluid, and body fluid show a very 
close resemblance to one another, and that the protein error of the 
fluids are practically neglij^ible, excepting the body fluid which has a 
marked protein error (pH —0.1). A comparison of the pH value of 
these fluids which were taken from one and the samt* individual, shows 
that the blood had a little higher pH than thi‘ pericardial fluid, which 
later surpassed the Ixidy fluid in the mean time. 

In short the pH of these fluids clos(*ly rcsembli' one another 
though th(* blood pH shows a litth* higher value than the other two, 
while there are no appreciable diffenmces between the pericardial fluid 
and the body fluid. The pH of all these fluids shows a far lower 
value than the pH of sea water, indicating the existence* of some 
slight gap between the oyster fluids and sea water. 

C. THE COj-CONTENT OF THE BLOOD. AND 
PEtHCAKDIAL FLUID. 

Simultaneous determinations concerning the COj-contoiit and the 
pH of blood and pericardial fluid were earned out M times on dif- 
ferent normal individuals. The results were listed in the Table 
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TABLE 5. 


o 


a 

6 

.fa 

< 


27.0 


a 

s 


cd 


2 »- S 
a 

(k 

^fa 1 ii 


pH 


! ^ 


CO^-con- 

tent 

(vol. %) 


Dimenision 

of 

specimen 


Date of experiment 
(1928) 


1 

CQ a.® i 


25.0 


22.01 

19.0,2.3 


1 
2 

3 

4 

5 

6 

7 

8 24.2 I 2l.0i2,3 

9 1 m I 

10 25.6 I 

11 ,25.6 ! 

12 '26.0 i 

13 26.6 1 

U M ' 

15 

16 20.10! 

17 26.0 

18 i M 

19 , M 

20 I M 

21 ! M 

22 28.0 


20.3,23 

20 . 0 ' 

20.51 


23 29.0 

24 26.0 

26 : M 

26 27.0 

27 14.3 

28 |I6.0 


24.6122 
24.31 
24. 8| 
24.2122 


29 

30 , 

31 

32 ; 
.33 ' 
34 I 

Meani 


24.5 
12,6j24 
12 . 6 ' 
12 . 8 ; 


16.2 


12.9 


2J. 0123.00, 8. 107. 257. 06; 

16.906.80’ 

7.507.10 
I7.40i7.05 

50:8.207.056.96 
7.407.22 
I .. 6.806.75 
7.657.60 
17.667.601 
;7.587.62, 
7.607.301 
7.607.35 
7.267.101 
7.0016.90 
'6.806.80: 
17.607.40 
i7.307.2f; 

; „ 17.427.40 
I 7.40,7.36, 
i „ 17,607.46, 
80,8.06 6. 90, '6. 76 
„ i7J0,7.00t 
I -- '7.267.20; 
’7.307.30 

17. 10 7.06 
1 „ ,7,46,7.40 

6018. 227. 707.601 
8.227.807.70, 
7.507.501 
17.707.60! 
7.807.76; 
.. :7.807.80l 


20 


i 


60, 


OOj 


i 

§ I 

S I 

4.11' 
3.60' 
4.191 
4.70 
.3.45! 
4.. 38' 
3.06 
4.87, 
4.871 
4.40i 
4.97i 
4.39i 
4.04| 

3.47 
3.291 
4.36 
3.681 
4.59; 

3.48 
4.23| 
3.72, 
3.90! 
3.791 
4.66; 
4.20' 


1 1 if si 2 s 


'T3, ^ 

i.SP E 

5)1 


s.oi 

8 . 0 ' 

8 . 0 | 

9.0 

8 . 0 ; 


8.6 

7.8 

9.6 

8.5 


21 I 1 
I I 




4.35 

4.8l' 

4.33| 

4.90, 


.3..39 15.0111. O' 
.3.4910.5 8.6 
4.C9I3.6 

4.. 3412.0 
.3.. 39 13.01 

4.1212.0 
3.0612.0! 

4.36 1.3.010.5' 

4.8712.0. 10.0 

4.40.12.0 6.6! 
4.1413.2' 8.5 
4.3612.2! 

,3.98 12,2 
3.3412.21 
3.29 1 1. 0, 
4.1910.0! 9.0, 
3.39,14.0' 8.0; 

4.. 35;U.0 8.01 
3.84110.0; 8.0, 
4.36|14.0 8.01 

3.2416.01 9.0| 

3.7016.0. 10.0 
3.36;i8.0i 9.0 
4.4016,0’ 7.0, 

3.6810.01 8.0. 
4.2212.0: 9.0; 

4.1316.012.0 

4.2218.0, '10.0| 
4.2617.0' 8.0i 

4.7616.01 8.01 


M , M ,7.307.20 
— I -- 7,397.28. 


5.111 

4.8I1 ................ 

4.81.; 4.08llS.0:10.0 
7.807.80' 4.O81 4.08116.0110.0 
4.62 
4.22i 


4.73,l6.0ll0.0; 


4.62'20.011.0 
4.OOII8.8: 8.6 


600i VII 
.346' 

495) 

370: 

4001 VIII 1 
.360! 

.350 
480; VIII 1 
4.301 
5.3( 1 
576 
.330| 

.300! 

.350i 
469! 

320: VIII 
.360' 

505i 
3401 
420, 

475; 

460, 

420) 

460; 

400l 
3201 
665) 

545| 

000 ; 

480i 
620, 

S60| 

495! 

6.3UI 
448' 


IX 


XI 


31 


14 


3 

4 
15 
15 
10 
19 


o 


2.00 p m 

3.00 
3.40 

4.. 30 „ 

.3. ,30 

4.00 

4.30 M 

8.00 a m 

8.30 .. 

9.00 
10.00 „ 
11.00 „ 

1 . 00 p m 

1.. 30 M 

2.30 M 

3.00 .. 

4.00 M 
8.80 a m 
9.20 

10.20 M 

6.30 p m 
3.10 „ 
1..30 „ 

2.00 M 

1.. 30 „ 

9.00 a m 

8 . . 30 
9.00 

9.30 M 

10.00 M 

10.30 M 

11.00 M 

11.30 .. 

12.00 n 


with the other factors observed at the time of experiment. 

1. The COj-content of the Blood of Oyster. 

The data given in the above table indicate that the COj-content 
of the blood of oyster ranges from a minimum value of 3.06 vol^^ to 
a maximum value of 5.11 vol?^. The mean value has been found to 
be 4.22 vol9^. The mean eiTor of each determination showed a figure 
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of ±0.50 and the mean error of the mean ±0.008. And hence, so 
far as the present study is concerned, the COj-content is best repre- 
sented by 4.22 ± 0.008 vol^o (Table 5). 

2. The COs-content of the Pericardial Fluid of Oyster. 

Thirty three determinations which have been made simultaneously 
on the same individuals as used in the blood experiment are given 
in Table 5. These results show that the C02-content of the pericardial 
fluid of the oyster is 4.87 vcA^o in th(' highest case, and th(' lowest 
content 3.06 vol?^, showing the mean value to be 4.00 vol9^. The 
mean error of each determination has been found to be ±0.19 vol^, 
and the mean error of the mean to be ±0.007 \o\%. Consequently 
the best represimtative value of the COj-content of pc^ricardial fluid 
becomes 4.00 ± 0.007 vol?^ (Table 5). 

3. The Comparison of the COj-content of the Blood 

and the F\?ricardial Fluid. 

The mean value of the COj-content of the blood is larger than 
that of the pericardial fluid by some 0.22 vol?^. This difference, 
though small, has been found in every determination and the COg- 
content of blood always exceeds that of the pericardial C02-content 
excepting a case of No, 20, where a converse relation is shown. As 
has been already .stated, the pH of these two fluids also showed a 
little but constant difference in all cases, indicating a slight excess of 
the blood to the pericardial fluid. Therefore it is safe to conclude 
that there exists .some definite quantitative relation between the pH 
and COj-content of these fluids and indeed we find that the alkalinity 
of O.ll in pH corresponds to the COg-content of 0.22 vol94 in the 
present case. 

D. THE RELATION WHICH KXLSTS BETWEEN TUE 
pH AND THE CO.-CONTENT. 

The COg-content in both the blood and pericardial fluid of the 
oyster, which value is closer to the surrounding sea water, indicates 
that the buffer value ought to be poor. Therefore the change of pH 
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produces a similar change in the CCVcontent, that is the increase in 
the C02-content brings about a rise of the pH. The relation of pH 
to C 02 -content, however, is interrelated to the third factor, the COa 
pressure, as is well seen by the Henderson-Hasselbalch’s equation. 
So pH may be high when the COa pressure is kept low, provided 
the COf-content remained unaltered, and conversely the pH may be 
low when the COa pressure is kept high, even in case of the same 
COa-content. 



1 


6 7 S 1» 7.0 1 2 3 4 7.5 0 7 8 

Fig. 2. Ordinato — COa Abscissa*pH. 

Heavy line — Blood. Dotted line — pericardial fluid. 

Dotts represent the blood, Crosses represent the pericardial fluid. 

From the data (Table 5) obtained from the present experiment, 
the relation which exists between the pH and the COa-content can be 
expressed by the following two equations: 
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COa-con tent = 1 .87 pH — 9.49 .... Blood. 

C 02 -content — 1.31 pH —6.49. . . .Pericardial fluid. 

Those relations are illustrated in Fig. 2 in which the blood is 
represented by the continuous line and the pericardial fluid by the 
broken line. When the COg pressure is disregarded or kept constant, 
therefore, the pH or COg-content of these fluids can be calculated 
from either of these two values. In reality, howcwer, these fluids show 
a little buffer action and consequently these values are interrelaU'd 
to the third factor, the COg pressure, or in other words the n4ations 
cannot be represimted by these simple equations given above. For 
instance from Fig. 2 we find that the COg-content of the blood having 
the pH 7.40 ranges between 3.50 vol?^ and 4.70 vol^. and similarly 
the pH of the blood having the CO^-content 1.38 vol?^ ranges b(»lvveen 
the pH 7. U) and the pH 7.60. Such wide rang<^ of variations may 
be due to the buffer action of these fluids and the changes of the 
C'Oo pressure which corn'sponds to th(' denominator of the equation 
of HendeksoN'Hassei.halch and enables the blood to show varying 
COg-content for a definite pH, or to show varying pH lor a definite 
COg-content. 

, (BHCU) ... 

pH pK log (1) 

According to Austin and Cullen’^ Hendekso.v-Hasselbalch’s 
et|uation cited above (1) may be written as follows: 


pH = pK'4 log 


(rOg)-0.13lfeprO, 

O.I31fk/pCO, 


( 2 ) 


From e(|uation (2) it follows that if the (X)^ pn'ssun' (p( Og), 
absorption coefficient («), and pK' are determined empirically, the 
question of the acid base balance of the blood and ptTicardial fluid 
can be solved from the above equation. However the comph'te solution 
of such a problem is reserved for future investigation, and in the 
present work 1 have shown merely the relation which exists between 
the pH and the COg-content, disregarding th(' COg pressure. In Fig. 3 
the normal variation of the pH and the COg-content of blood and 
pericardial fluid are shown by the graphic method of Van Slyke, 
giving the normal area of variation in both the blo^Kl and the p<Ti- 
cardial fluid. 
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fl 7 8 9 7.0 1 2 3 4 7.6 C 7 8 


Fir. 3. Ordinate-COj \o\%, Abscissa-pH. 

Continuos line represents the normal area of the blood. 

Dotted line represents the normal area of the pericardial fluid. 


K. EXPERIMENTAL ALTERATION OF THE pH AND THE 
CO.-CONTENT OF BIXJOD AND PERICARDIAL 
FLUID ‘ IN VIVO ’. 

1. Acid Experiment. 

With a view to determine the velocity of the effect of acidified 
breathing water upon the pH and the CO, -content of blood and peri- 
cardial fluid five series of experiments were made on 28 different 
individuals, and the results are shown in Table 6 and 7. The 
first two series were like experiments, using the sea water giving pH 
5.00, the third experiment giving pH 3.00, and the fourth experiment 
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giving pH 1.20. The object of the fifth experiment was first to 
determine the susceptibility of the oyster to the low pH of sea water, 
and secondly to determine the lowest limit of blood pH at which the 
oy.ster can survive. 


Experiments I and 11. 

fl. Conditions of the experiment, TIk' oystc^r was submitted to 
respiration in sea water th(‘ acidity of which was mad(‘ pH 5.00 during 
15 minutes to 48 hours. Experiment II was made in order to verify 
th(‘ results obtained from (experiment 1. For the pui*pose of comparison, 
an individual which had bcnen living in the normal sea water was 
examined at the outset of experimcmt. The specific' gravity of water 
used showed no marked change during the experiment, though it 
altered when HCl .solution was added in order to decrc'ase its pH. 
For instance a specific gravity of 1.0251 (10°) decreased roughly to 
1.0239 (10°) when llK)cc. ol n HCl solution was added foi* the purpose' 
of changing its pH down to th(‘ neighbourhood of pH 1.20. The 
temperature of breathing waten* whkh was comparatively low at the 
beginning .showed a slight rise at the end of each experimeiit, as the 
('xperiment was carri(*d on under varying temperature's of th(' labora- 
tory room. 

h. Change of (he blood pH, As will be noted in Tabb' 6 that the 
high hydrogen ion concentration of the breathing water distinctly lowers 
the value of pH of the blocxl and th(‘ pericardial fluid. The normal 
reaction which has been found to be pH 7.24 in blood and 7.16 in 
pericardial fluid hy th(’ proceeding experiment, decreased as low as 
pH 6.10 and pH 6.36 (taking the mc^an of 14 di^terminations) respec- 
tively. Among the 14 determinations made* in experiment I and II 
(excepting the normal individuals) the lowest value, pH 6.10 of blood 
was given by the specimens examined at 30 minutes and at 1 hour 
after the start (jf experiment II. The pH 6.75 was given by an 
individual examincxl at 12 hours afU'r the start of experiment II, and 
pH 6.60 in two individuals examined at 12 and 21 hours after the 
beginning of experiment respectively. 

At the outset of the experiment, I first anticipat(*d that the degree 
of change of the pH of blood and pericardial fluid would be propor* 
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tional to the duration of their stay in the altered sea water, if the 
high hydrogen ion concentration of breathing water at all influences 
the reactions of these fluids. In reality a quite reversed relation was 
found. If, for instance, the pi I of blood decreases from normal level 
to pH 6.30 in the coui*se of 15 minutes, further decrease may be 
expected, if my anticipation were realized, by a lengthend exposure of 
the animal to the same condition. But instead an increase* of pH 
was found, as was shown by the oysters which stayed for 24 hours 
in both experiments. This interesting relation will be discussed later. 

What was found in the blood pH, was also true with the pere 
ciirdial fluid. The lowest value of all of the pH of pericardial fluid 
was pH 6.00 which was given by the specimen (Exp. 11) remaining 
for 1 hour. The relatively high value among 14 determinations has 
been found to be the pH 6.70 for 12 hours (Exp. II), pi I 6.65, and 
pH 6.50 for 24 and 12 hours respectively. Thus the pH of pericardial 
fluid showed more profound change shortly aft(T the oyster was placed 
in the altered sea water than those staying for a longer period. 

At any rate it needs to be emphasized here that the pH of the 
blood and the pericardial fluid is changed within 15 minutes after (he 
reaction of breathing water was altered (pH 5.(K)). 

Of course there are several exceptions to the general stat(‘ment 
given above, as one might anticipate in an expt'riment of this nature, 
and this irregularity may largely be due to the individual difference 
of the initial pH of these fluids. 

c. Change of the COi-contenL Accompanying the change of the 
pH the C02-content of the blood and the ])ericardial fluid showed a 
marked change. In experiment I and II the mean value of the CfV 
content of the blood showed 5.9f) vol^ and 5.73 vol?^ respectively, 
and the pericardial fluid showed the mean value of 5.72 wo\fo and 
5.34 vol9^ respectively, showing the increase of C02-content in these 
two experiments. Similar phenomena are also shown in Tables 4 
and 5. These increases of COj-content in the course of expei iment, 
however, are reciprocally proportional to the change of the pH in 
both experiments. In Experiment I, for instance , the (X) 2 -cont(*nt 
decreased gradually for 6-12 houi*s, accompanied by a sudden increase 
at 27 hours. Such was also the case with Experiment II, as can be 
seen in the table. Why the COj-content once decreased during ex- 
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periment can be explained by the following fact : in the normal state 
of acid base equilibrium of the blood and the pericardial fluid, the 
alkali reserve, i. e, the bicarbonate, is well balanced with carbonic acid. 
If another acid, therefore, invades this buffer system, as in the case 
of the present investigation, the bicarbonate of the blood is corre- 
spondingly neutralized by that acid, evolving the carbonic acid and 
neutral salt. Since the carbonic acid evaporates from the surface of 
the gill and the neutral salt is excreted from the kidney, the potential 
alkali reserve of these fluids decreases temporarily to the minimum, 
thus showing a relatively low COt-content, as seen in the individuals 
No. 5 and No. 6 of experiment 1 and No. 3, No. 5, No. 6 of Experi- 
ment II. The increase of CO,-content following this decrease which 
is noted for instance in No. 7 of Elxperiment I and No. 8 and No. 
9 of Experiment II may therefore be attributed to the effect of high 
hydrogen ion concentration of breathing water. 

d, pH of breathing water. The sea water in which pH was made 
5.00 at the outset of experiment, increased its value continuously during 
the course of experiment, till the end of the expcTiment. This increase 
of pH was observed 15 minutes after the introduction of the oyster 
to the sea water, as can be seen in case No. 2 of Experiment I, 
which showed an increase of pH 0.3 within 15 minutes. The degree 
of increase was proportional to the duration of the experiment, and 
such a high pH as 5.70 was attained at 12 to 2 1 or more hours later. 
The course of this increase may partly be duo to the neutralization 
of acid by the alkali reserve of blood and pericardial fluid of the 
oystcT, and partly to the dissolution of thc^ oyster’s shell, which in 
turn also neutralizes the high acidity of water. 

Experiment III. 

Still stronger acidity (pH 3,00) was tried on the three oysters to 
determine whether it causes a more marked change or not. The 
condition of experiment was the same as in the former experiment. 

As is shown in Table 6, specimen No. 2 showed the blood reac- 
tion to be pH 6.20 and the pericardial fluid to be pH 6.10. In 
specimen No. 3 the blood showed pH 6.60 and the pericardial fluid 
pH 6.50. Though the alterations shown by these oysters are by no 
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means slight, nevertheless the acidity attained is no more pronounced 
for further increased acidity of breathing water, compar(»d with the 
alterations shown by the Experiments I and II. The manner of the 
change of pH also agreed well with the two former experiments. An 
increase of pH with the elapse of time is also shown in the present 
experiment. The incr(‘ase of COj-content however, occurs at 6th hour 
of the experiment contrasted with the occurrence at the 24th hour or 
later of the former experiments. 

Increase of the pH of breathing water in this experiment was 
observed to be more markt'd than in the former experiments. An 
initial acidity of pH 3.00 increased to 4.40 at the end of the experi- 
ment, showing an inert'ase of pi I 1.40 in 1 to 6 hours. 

Experiment IV. 

Having found no further noticeable effect upon the blood and the 
pericardial fluid even when the acidity of sea water was considerably 
increased, the fourth ex[)eriment was tried, increasing the acidity of 
breathing water as high as pH 1.20. Six oysters were observed and 
the duration of experim<»nt varied from 1 to 24 hours. 

a. Change of the pH, The majority of oysters kept in this sea 
water of very strong acidity showed an exceedingly low value which 
had not been observed in any of the other experiments, and its value 
ranged from 5.20 to 6.40. The lowest value (pH 5.20) was obtained 
in the two specimens which were kept for 21 hours. The pi I of the 
pericardial fluid also changed in a like manner to that of the l)lood, 
showing the pH 5.20 and the pH 6.42 respectively. It seems to worth 
special mention that the decrease in the value of pH in this exi)eriment 
was strictly proportional to the duration of the experiment, contrasted 
with rather conflicting results obtained in the three former (experiments. 
Since the pH of the pericardial fluid showed changes similar to 
that of the blood, no further comment is given. 

b. Change of the COiContent. The change of the (*02-(!ontent in 
the blood and the pericardial fluid in this experiment is a matter quite 
astonishing. Although the C02-content showed no marked change in 
individual No. 1, after 1 hour in the sea water, it increased later at 
a considerable rate. The C02-content of the blood ranged between 
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5.63 and 55.69 vol?^ with a mean value of 33.40 vol?^ in the course 
of experiment. The blood C02-content which was shown to be 5.63 
vol^ after 1 hour increased to 29.79 vol^ at the end of the 6th 
hour, and reached the maximum of 55.69 vol^ after 16 hours. After 
that, however, the COj-content increased no more, but instead it tended 
to decrease in the three individuals which were kept as long as 24 
hours. 

The pericardial fluid also behaved just in the same way as the 
blood. As has been already stated in the preceding page, the COj- 
content of the blood showed the pH 4.22 and the pericardial fluid 
pH 4.(K) in the normal condition. Comparing these values to those 
obtained in this experiment one will be deeply impressed with an 
extraordinary increment of C02-content. Such prominent increase, 
however, was never confined to the above mentioned experiment, but 
it was also found in the other experiment which was carried out by 
me under a quite different condition, as will be stated later. As to 
the course of such marked increment, I shall discuss it in the following 
pages. 

The marked decrease of acidity of the breathing water was noted 
in this (experiment. The pH 1.20 at the beginning ascended from pH 
1.60 to 5.00 during experimentation. The most prominent instance 
was shown by No. 5, in which the alkalinity rose up to pH 3.80 in 
the course of 24 hours. This increase of pH is assumed to be duo 
to the neutralization of acid by the carbonate of the shell, as will be 
stated later. 

c. Conditio7i of the oyster. In the natural habitat the oysters 
exhibit the opening and closing movement of shells quite regularly. 
When, however, they were brought to the aquarium, their normal 
behaviour appears to be much disturbed, and most of them close the 
shells tightly, exhibiting no movement for a long while. In my ex- 
periment therefore, I have chosen such individuals which exhibited 
their shell movement immediately after placing them in the jar. The 
oystei's usually showed the shell movement at the beginning of the 
experiment, but sooner or later they opened the shells and weakened, 
and seemed as if narcotized, remaining opened. Especially those 
oysters which were tried with the sea water of stronger acidity became 
so weakened at the end of the experiment that only a strong agitation 
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would induce the oyster to close the shells. 

Under the pH 5.00 the oyster showed no particularly unusual 
reaction unless kept in the water for 12 to 48 hours, after which the 
adductor muscle shows a relaxation. Under the pH 3.00 the experi- 
ment was carried out twice for a period not exceeding 6 hours, but 
no special changes were noted. However in the sea water which 
gives pH 1.20 a great many small bubbles, say 1 mm. in diam<‘ter, are 
evolved from the surface of the shell as soon as the oyster is transferred 
into it, and the water surface of the container bcicame very foamy. 
The generation of gas, which is certainly due to the solution of the 
shell acted on by the high acidity of water, continues till the end of 
each experiment. The assumption that such acidity as instantly 
dissolves the shell will fatally affect the animal on the gill or mantle 
surface was fulfilled. 

In such water as mentioned above the oyster discharges the sp(Tms 
and contaminates the water. In such a case, the breathing water was 
renewed once or twice during the course of experiment. After 24 
hours in this acid water the oyster becomes highly weaken(‘d. For 
instance in No. 4, the body colour became somewhat white and opaque, 
mantle showing no contraction by any stimulation, though the heart 
still continued faint pulsation. No. 6 behaved just like No. 4. In 
No. 5, which was the most active among the thr(*e, the body showed 
no colour change, mantle reacted well to the stimulation, and the heart 
exhibited a fine pulsation, 

2. Alkali Experiment. 

To determine whether or not the pH of the blood, as well as of 
the pericardial fluid, can be increased as the result of strong alkalinity 
of the breathing water, and further, whether the C 02 -content inen^ases 
when the blood pH is raised, was the object of thcj pn'sent experiment. 
Altogether three series of experiments involving 19 determinations 
have been undertaken. In the first, 9 oysters were placed into sea 
water having the pH 9.00. In the second series the breathing water 
was made equivalent to n/100 in NaOH concentration and H individuals 
were used, of which one oyster was examined in the normal state for 
the purpose obtaining a control. In the third series the alkalinity of 
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the water was made equivalent to n/50 in NaOH concentration. 

The pH of the water, in these experiments became markedly low 
with the lapse of time. This may be of course due to the neutralization 
of alkali by the CO 2 evolved by the respiration of the oyster. There- 
fore* it was almost impossible to keep a definite pH unaltered for long 
hours. 


Experiment I. 

As is well known, the alkalinity of natural sea water never exc(*cds 
pH 8.30. The sea water of the neighbourhood of our station generally 
varic'S from pH 8.00 to 8.20. It was therefore our expectation that 
the oyster, when ('xposed to the sea wat(*r having abnormally high 
alkalinity as was tried in the ])resent experiment should show some 
change in the blood and pericardial fluid. The results of the present 
series of experiments an* given in Table 7. 

a. Change of the pH, In the control specimen (No. 1) the pH 
of the blood was 7.30, while the other specimens showed a great 
inert'ase, giving a mean value of 8 determinations as pH 7.91. The 
lowest value was a pH 7.63 of No. 2, which was exposed for 15 
minutes duration. The highest value of pH 8.40 was given by specimen 
No. 9, which remained for 24 hours. The pH of specimen No. 8, 
which stayed also for 24 hours, showed a value as high as pH 8.30. 
Although the oysters examined at the intervals of «30 minutes, 1, 2, 
6, 12, houis, the increase of pH was not strictly proportional to the 
duration of exposure ; nevertheless in general it may be stated that 
the pH is highc'st in the longest exposed specimen and lowest in the 
short(*st exposed specimen. Therefore the effect of high pH water much 
resembh's that of the low pH water at the point where the degree 
of change of blood pH is not proportional to the duration of exposure. 
However the effect of high and low pH differ in such a way that low 
pH often increases the blood pH in the course of time, while high 
pH shows no such peculiar relation. 

The pH of the pericardial fluid was also increased as affected by 
the increased alkalinity of sea water, giving a mean pH of 7.75. 
The manner of change of pH is quite similar to that of the blood, 
and therefore no particular mention will be made of it. 
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b. Change of the COrcontent The COz-content of the blood 
showed in this case 1.98 vo\Yo in mean. The lowest value of 1.15 
vol?^ was given by individual No. 2, which was exposed for 15 minute 
duration. The highest value was 5.34 V 0 I 96 in individual No. 7 which 
was examined at 24 hours. The other determinations, which w<'re 
made at different intermediate periods showed some discrepancy but 
in general the CO^-content tended to increase with the increase^ of 
timt‘ of exposure. 

With regard to the pericardial fluid a similar relation was found, 
though some slight difference was shown in detail. 

c. Change of the pU of breathing water. Although in most cases 
the same breathing water was used till the end of the experiment, in 
specimens No. 8 and No. 9 the water was renewed four times. 4'he 
determination of pH was made just before the every renewal of w^ater. 
At the end of one hour aftei* th(‘ experiment commenced, namely just 
before the first renewal, the pH b<'cam<' approximately 8 . 20 . However, 
one hour after the 1 st i*enewal, that is, just before the second removal, 
the pH again decreased to 8.80. Kighteen hours after thc' 2 nd nMievval, 
or just before the third renewal, the pH thrice decreasc'd to 8 . 00 . 
Twenty hours after the third renewal, i. e., just before the 1 th renew^al 
the pH became 8.35. Finally at the end of the experiment, that is, 
24 hours aft<T the beginning of experimt^nt, the pH was found to 
show 9.00. 


Experiment II. 

In this experiment the pH w^as raised as high as the oystiT could 
survive for any length of time. For this purpost' n/lOO solution of 
NaOII wdth sea water was employed. The pH of n/100 NaOH solu- 
tion of distilled water is known to be pH 12.12 ordinarily, but the 
alkalinity somewhat decreases when the solution w^as made with sea 
water, unless some slight excess of NaOH is added. The colorim<‘tric 
determination of the pH of this solution was almost impossible' bc'cause 
of an inadeejuacy of a common indicator such as alizarine* yellow or 
tropeolin 0 for sea water. Therefore the alkalinity was expressed 
here in terms e)f the normality e)f the solution instead of the pH. 
a. Change of the pH. In this experime'nt too, the increase of 
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the blood pH due to high pH of water was clearly observed. The 
mean pH value of 7 determinations showed the pH 7.8 i, indicating a 
much higher value than that of the normal case. Because of th(; 
increased high alkalinity of breathing water the rise of the pH was 
naturally to be expected. For instance, in No. 4, No. ^ and No. 6, 
the pH rose as high as pH 8.00 or more, though in individuals No. 
7 and No. 8 the results were somewhat reversed, showing rather low 
pH in spite of its long duration. Such contradiction as seen here 
may be attributed to the peculiar effect of the high pH of water, as 
will be shown by the susceptibility experiment. The pH of the peri- 
cardial fluid also showed a (luite similar change as in the case of 
blood. 

b. Change of the COfContenL The COa-content of the blood 
found in this experiment was less than that found in the former ex- 
periment, as will be seen by comparing its mean value (4.63 vol'^^) 
with that of the former case (4.98 vol?^). Though it shows a slight 
increase from that of the control specimen (4.20 voWo)^ also from the 
mean value of this season (4,10 vol^), the maximum content which 
was found in individual No. 5 showed no less value than the normal 
one, indicating 6.30 vol?^, yet the all other determinations showed a 
by far lower value than that of the former experiment, and the 
minimum content w'hich was observed in the individual No. 3 reached 
such a low value as 2.79 vol«^. Besides such general decrease, greater 
fluctuation of each determination characterised this experiment. A 
tendency of increase of pH as the duration of experiment lengthens 
was not found here. 

In individuals No. 7 and No. 8 a |>eculiar change occurred, showing 
that a longer exposure to the experimental condition produced lesser 
CO^-content than that of the shorter exposure. In general the peri- 
cardial fluid behaved almost similarly to the blood with minor exceptions 
which hardly need spc^cial comment. 

c. pH of the breathing water. In specimen No. 6 the pH of 
water dc^creased to 8.80 at the fourth hour of the experiment, while 
in specimen No. 8 the pH of the water decreased as low as 7.70 at 
the I6th hour, twice at the 21st and 22nd hours, but thereaftcT it 
showed no change even when the water was altenid three times. 
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Ex|>eriment III. 

By thc‘ preceding two experiments it was made clear that the 
high pi I of the breathing water materially affects the pH of the blood 
as well as the pi^ricardial fluid within one* hour. And the high pH 
of water used in experiment II seemed to have a more severe effect 
than that of Experiment 1. Therefore the third (ixperiment was 
undertaken with still higher pH to six* whether it affects more severely 
the pH of these body fluids. In this experiment a n/50 NaOH solu- 
tion was used as a breathing water. The two oysters were used, and 
the duration of experiment extended only to one hour. The results 
were as follows. 

From an inspection of Tabli* 9, p. 2t0, it will he noticed that the 
pH of the blood and the pericardial fluid of individual No. 1 was 
raised higher than il was ever seen in the other experiment, while 
No. 2, on the contrary, l•(*mained quite unaltered or only very 
slightly so. Such conflicting results produced by the oystei's which 
were kept under the same condition was obsei ved already in Experi- 
ment II (individual No. 8), and further examples will be given in the 
experiment of susceptibility together with some interpretations regarding 
this curious phenomena. 

'rhe mean value of the C02-content has been found to show an 
intermediate magnitude (1.53 vol^^) of the former two expi'riments, 
showing but a slight increase when compared with the mean value of 
thus season (4.10 vol?^). 'bhus no distinct parallel change is manifested 
accompanying the alteration of pH. This peculiar behaviour of CO^ 
just stated, relative to the change of pH, can be understood when the 
cause of the pH change in this instance is fully explained, which will 
appear later in the discussion. 

Condition of the oyster in the alkali experiments. In the three 
alkali experiments above described, the oyster behaved more or less 
differently from the oysters subjected to the acid experiments. First, 
the weakness due to an altered unnatural condition was not so marked 
in alkali as in acid. Secondly, the oyster did not discharge the sperms 
at all, in contradiction to the case of acid experiment. Thirdly, the 
oyster excreted the faeces as in the natural water, while this has 
never been found in the acid water. The pulsation of the heart 
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apparently showed no change in spite of the long exposure to the 
high alkali water. 


3. Susceptibility Experiment. 

The oysters kept in the acid or alkali breathing water showed an 
instantaneous reaction of either decreasing or increasing the pH of 
the blood as well as of pericardial fluid. The n(‘xt problem to be 
solved was the maximum rise of pll of internal medium ‘in vivo’ 
together with the durability of th<‘ oysfer against such a chang('d 
condition internally as well as externally. 

For this purpose the acidity was made pH 1.20, and the alkalinity 
to n/100 solution of NaOH. The oysters w(T*e kept in these m(‘dia 
for AH hours. Thre(^ individuals for the acid experiment and five 
individuals for the alkali experiment were used. In this (»xperiment 
the COg-^'ontent of breathing water was especially observed. 

a. Susc(*ptibility for the acid water. 

After an immersion for 48 hours in the acid water as shown in 
Table 10, the pH of the blood was lowered conspicuously, showing in 
the three individuals designated A, B, and C, that the pH became 
4.fK), 4.80, and 5.10 respectively. From the fact that such low pH 
as attained here has hith<*rto ntwer been observed, a severe effect of 
breathing water upon the oyster is evident. At the end of exposure 
for 48 hours in this high acid water the oysU'rs were found to be 
in the following states : 

Oyster A, shells widely opent‘d, which were never closed even 
when strongly agitated ; mantle did not contract by 
stimulation, heart ceased its pulsation, thus showing a 
perfect death of the animal. 

Oyster B, in the same state as oysUT A. 

Oyster C, although this individual showed extreme weakness 
during 48 hours it surely survived, since the margin of 
the mantle contracted by a stimulation with a needle, 
and the heart showed a feeble but perceptible pulsation. 

The pH of the pericardial fluid showed a fine parallel change to 
that of the blood, except with the specimen A, which showed some- 
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what high pH. As the pH of the blood and pericardial fluid underwent 
such a marked change as above mentioned, the whole body tissues of 
oyster might be assumed to have been bathed in a highly acidic fluid, 
at least at the end of the present experiment. 

The change of COj-content of internal medium in this experiment 
verifies the results obtained from the former experiments. The CO 2 - 
content of the blood of the oyster C, which still survived at the end 
of the experiment showed the highest content, with a value of 41.86 
vol^. The remaining two individuals, i. e., A and B, showt'd it to he 
32.00 and 30.51 vol^ respectively, showing that the respiration of the 
animal in the acidified water raises its C02-content in a very distinct 
manner. The C02-content of pericardial fluid also show(‘d a similar 
increase to that of the blood. The CfVeontent of breathing water 
showed a distinct decrease when HCl was added at the start of the 
experiment, giving as low a value as 1.99 vol?^. But it inen^ased at 
a rapid rate till the end of the experiment, and finally reached 37.52 
vol^, 46.52 V0I96, and 49.77 vol?^ in A, B, and C respectively. 'Fhis 
increase was thus most marked in C and was least marked in A, and 
the rate of the increase was nearly 25 fold in the former and nearly 
19 fold in the latter. The cause of this increase undoubt<'dly depends 
on the dissolved CaCOg of the oyster shell in the breathing water as 
is indicated by an evolvement of bubbles on the surface of the shell. 

The increase of pH of the breathing sea water during the course 
of the experiment has been observed very ciccurately. It increased to 
pH 2.20 in the specimen A, pH 4.40 in B, and pH 4.6(^ in C. Such 
increase may in part be due to the neutralization of acidity by various 
body fluids of the oyster, but probably the greater part of it is due 
to the dissolved shell carbonate. During the experiment the breathing 
water was renewed at the 20th hour, when the acidity was pH 1.60 
in A, pH 1.50 in B, and pH 2.00 in C. Again at the 30th hour it 
was once more renewed when the aciditv was pH 1.90 in A, and pH 
2.20 in both B and C. 

One of the noteworthy facts in this experiment was that the oyster 
never excreted the faeces, contrarily to the alkali experiment in which 
the oyster excreted the faeces as in the natural water. Another 
noteworthy fact was that the heart remained swollen, filling the pericar- 
dial cavity, while in the alkali experiment it shrank into a small lump. 
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On the whole, the oyster survived as long as the blood pH was 
held above pH 5. K) and only a slight further decrease to pH 4.80 or 
4.90 was fatal to the oyster. Therefore so far as the present experi- 
ment is concerned the oyster can survive if the pH of the blood does 
not fall below the pH 5.00. 

b. Susceptibility for the alkali water. 

The behaviour of the oyster kept in the alkali water of concentra- 
tion of n/50 to n/100 of NaOH varies considerably, for instance 
the oysters kept for 12 hours or more in the alkali water mentioned 
above show no change in some cases (No. 7 and No. 8 in Table 
8 , and No. 2 in Table 9). Among the five individuals employed 
in this experiment a markcxl rise of pH was noted with B and C, 
and no change with A, D, and E at the end of 2t hours. Therefore 
it may be said that the b(»haviour of the internal medium of the oyster 
differs highly according to the individuals. So that the contradictory 
results found in the present experimtmt as well as in the previous 
experiments can not be accidental, and I shall take up this matter in 
the discussion. 

'fhe oysters kept in this alkali water then sui*vived well, and showed 
relatively a little weakness, in contrast with the oysters kept in the 
acid water. Among the five specimens, A and B showed a moderate 
weakn(*ss, and the heart shrank a little, continuing a slow pulsation. 
In specimen C the heart shrank to such an extent that the blood 
was with difliculty collected though the mantle distinctly responded 
to the stimulation. Specimen D and E showed no marked weakness, 
and furthermore showed very active pulsation of the heart. 

The C 02 -content of the blood in this experiment showed 4.72 vol?^ 
in maximum, 3.16 vol^ in minimum, and 4.03 vol?'^ in mean. 'Fhis 
mean is somewhat low when compared with the mean value obtained 
from the normal oysters of this season (4.10 voWo), In general a 
slight decrease of COj-content is noted with the oyster kept in the 
strong alkali water. The mean value of COj-content was slightly 
higher in the pericardial fluid than in the blood, though both showed 
a decrease under the alkali condition. 

The CO|-content of the breathing water was about 4.00 V 0 I 96 at 
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the outset of the experiment, which however, decreased to as low a 
value as 1.54-2.30 vol?^ at the end of the (experiment. Con<(erning 
the real cause of this decrease just j^iven, we must await further future 
investigation. 

The breathing water was changed four times (after 7, 20, 35, and 
45 hours) during the experiment, yet the pH showed a marked 
decrease in each case as will be seen from the following ; 




Specimen 


Renewal of water ^ 

A 

B 

C 

Start 

n/100 

n/100 

n/100 

After ra. 7 hours 

pH 8.60 

1 pH 10.00 

pH 10.00 

After ca. 20 hours 

pH 8.46 

! pH 8..% 

pH 8.. 16 

After ra. hours 

pH 8.75 

pH 8.70 ; 

pH 8.70 

Aftrr ca. 46 hours 

pH 8.40 

; pH 8.40 

pH 8.40 


The reaction of water is thus subjeclc^d to a marked change'. As 
to the cause' of this change, though the metabolism of the oyster itself 
undoubtedly plays an important role, yet the effe^ct of respiration and 
photosynthesis of many organisms which are attached to the she'll e)f 
the' oyster can not be neglected. 

In short the' oysters survive'd well unde*r such alkalinity as tried in 
this experiment, and none of the individuals died till after IS hours. 
Consequently it may be concluded that the high alkalinity around pH 
12.00 (more correctly n/100 NaOH solution) does not affect the oyster 
so seriously as the pH 1.20 (neighbourhood of n/100), which was fatal 
without exception for the same time limit. 

4. Air Exposing Experiment. 

CoLLip’s'*^ interesting finding that the Mya arenaria increase's the 
C02-content of the coelomic fluid when it was exposed in the air, 
induced the author to make a similar test with the hope to determine 
whether the COs-content of the blood and the pericardial fluid e^f the 
oyster increases by the same cause or not. For this purpose a scries 
of experiments was conducted with the oyste'r. The oyste'rs were 
exposed to the air, placing them on the floor of the laboratory. The 
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determinations were made 9 times on nine individuals, and one of 
them was examined immediately after it was taken out from its native 
water, in order to secure the normal data. The remaining 7 individuals 
were examined once for twenty-four hours during the successive 7 
days. The pH of both blood and pericardial fluid was examined 
simultaneously. 


TABLE 11. 


CA,,. 

content 
(vol %) 


o 

a 


Air temp. 


pH 


Diriienmon of 
specimen 


Date (Sept. 1928) 


27.0 

27.0 
27.6 

27.6 

27.6 

27.6 
27.6 

26.1 
28.0 


26.8; 
27. Ol 
29.0; 
26.0; 
26. r 

25.81 
22. Oi 
24. o' 


'TJ 

8 

S 

I 

7.46* 

7.20, 

7.001 

7.06! 

6.90 

6.80 

6.80, 

6.60 

6.70 


' -C -S , 




CQ iO.' 


7.40: 4. 
7.161 7. 
6.90 IL 
7.001L 
6 . 90 ! 22 , 
6.7032. 
6.80;38. 

6.70I4O. 

6 . 66 : 86 . 


36 4. 
22i 7. 
46:11. 
28;il. 
48 20. 
6032, 

001.34. 

191.34. 
00!31, 


CQ 


<0 

a 


12 . 0 ' 

17.0, 

15.0 
16.0; 
14.6, 
i4.o: 

1 6 .0 1 
13.61 
1.3. Oi 


9.0 

9.6 

8.9, 

8 . 6 , 

9.0 

10.0 


320 
570 
380 
430 
340 
420 

8.6 450 i 4-10 
8.6 370 112-19! 
9.0 390 : 9 - 10 ; 


10 

9 

4-6 

4-7 

4-8 

4-9 


Hciur 


9.00 a m 
4.30 p m 

ll.OOam-ll.OOam 


8.00 p m- 3.00 p m 

4.00 p m- 4.00 p m 


a. Change of the pH. 

i. Change of the pH of blood. Control spcTjmen (No. 1) showed 
its blood alkalinity to be pH 7.45, indicating the highest value in this 
experiment. In spt*cimen No. 2 which was exposed for 2i hours to 
the air, the blood pH has been found to he 7.20. Specimen No. 3, 
which was exposed for 4H hours, showed further decrease in pH of 
the blood, giving 7.00. The specimen No. 4, happened to show a 
little higher value of pH than the former case at the end of the 3rd 
day. The specimen No. 5, however, showed the ordinary decrease, 
giving pH 6.90 on the 4th day. The lowering of the pH continued 
till the 7th day, attaining to a minimum value pH 6.60. After the 
7th day additional determinations were made twice, and one showed 
it to be pH 6.60 while the other showed pH 6.70. At any rate the 
pH of the blood showed a distinct decrease in the course of 7 days, 
and finally it reached such a low value as is never met with in normal 
condition. 
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ii. Change of the pH of pericardial fluid. The change of the 
pH of pericardial fluid behaved similarly to that of the blood pH in 
general. The degree of alkalinity of pericardial fluid (pH 6.91), 
however, showed a smaller value in terms of pH compared with th(i 
mean pH of the blood (pH 7.17). 

In short the pH of these fluids stays well within the normal range 
until the 4th day, after which it became exceedingly low, beyond the 
normal range. The value of the pH at five days or later indicates 
more alkaline reaction than that given by the acid experiments I 
and II. Therefore it was my expectation to find a lesser amount of 
C02-content for the value of pH given after five days of experiment, 
because in the light of the acid expeirment any marked increase of 
C02-content cannot be expected for such a range of pll. Contrary 
to my expectation an astonishing increase of CO^-content was found, 
thus showing the presence of a remarkable difference between the air 
exposing and the acid experiment, as will be stated in the following 
lines. 


b. Change of the C02-content. 

i. Change of the Co^-content of the blood. Quite contra?*y to the 
change of the pH, the COi-content of the blood showed a great 
increase. At the outset of the experiment the control specimen (No. 1 ) 
showed the C02-content to be 4.35 vol?^, a most representative 
value. It became, however, 7.22 vol?^ after being exposed for 1 day, 
indicating an increase of 1.66 fold. Then it increased to 11.46 vol^ 
at the end of 2nd day, or 2.63 fold of the initial value. Three days 
after, however, it showed no increase, or rather a slight decrease. 
This decrease, however, indicates individual difference. At the end of 
the 4th day C02-content promptly increased up to an amount of 22.48 
vol?^, showing an increase of 5.17 fold. On the fifth day it sprang 
up to 33.50 vol?^ or 7.70 fold of the original value. 

The increase continued further until it showed 38.00 vol?^ on the 
6th day and 40.19 vol^ on the 7th d^, indicating an increase of 
8.73 and 9.23 fold resi>ectiveiy. In another determination on the 7th 
day it was found to be 35.00 vol^^. Therefore the maximum value 
attained at the end of a week is 40.19 vo\^^. 
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Fig. 4. Ordinate (Left side) — COa vol. %. 
Ordinate (Right side) — pH. 

Abscissa — Date. 

The circles represent the blood. 

The dotts represent the pericardial fluid. 


From an inspection of the accompaying figure it will be observed 
that the rate of increase in the course of a week is most rapid on 
the 4th and 5th days, and during the first three days and the last 
two days the increase is less rapid. 

ii. Change of the COrcorUent of the pericardial fluid. The CO*- 
content of the pericardial fluid showed always a lesser value throughout 
the entire course of experiment, and other marked differences were 
found. 

From the present experiment it is clear that the pH and the 
C02-content of the internal medium of the oyster are changed definitely 
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when the animal is exposed to the atmospheric air for some days. 
A similar change was observed also when the oyster was forced to 
respire in the strong acidic water (Acid Exp. I and II). Therefore 
it can be said that the oyster manifests a like physiological response 
either when it was exposed to the air or to the acidic water. But 
the manner of change in both cases is not entirely the same. 

In the oysters kept in the strong acid water pH of the intcTnal 
medium decreases very rapidly. For instance it reached as low a pH 
as 6.10 to 6.30 within 30 minutes, when kept in the water of the 
pH 5.00. The pH tends to increase very slightly in course of time 
(Acid Exp. I. II), while the lowest pH attained by a survived oystcT 
in the Acid Exp. IV was pH 5.20. On the other hand the decrease 
of pH due to the air exposing is very slow and the pH decreases 
regulary with the lapse of time. Furthermore the change* is much 
milder than that shown by the acid experiment, reaching to a minimum 
pH 6.60, which is far higher than the minimum given by the acid 
experiment. 

The change of the COj-content also shows distinct difference b^*- 
tween the acid experiment and the air exposing experiment. 

In the acid experiment the CO«-content shows a marked increase 
which is accompanied by the increased acidity of the blood, but the 
strength of the actidity is not always proportional to the C 02 *content 
(Acid Exp. I and II). When however the pH fell below 6.00 the 
C02-content abruptly sprang up to an astonishing amount of 55.69 
vol9^ both in the blood and in the pericardial fluid (Acid Exp. IV 
and V). Whereas in the course of air exposing experiment the CO 2 - 
content increases re<‘iprocally to the pH value, as (!an be clearly seen 
in Fig 4. 

Furthermore the maximum C02-content caused by the air exposing 
attained but 40.19 vol?^ in blood, while the maximum COj-content 
caused by the strong acid water exceeds this value to a considerable 
degree as already mentioned. 

According to the results of Coixip**^ the C 02 '<*<^>ntent of the coe- 
lomic fluid of Mya arenaria increases considerably with time, when 
it was exposed to atmospheric air. His data shows that the normal 
C02-content of the coelomic fluid of this animal ranges from 6.5 to 
11.2 V 0 I 94 . After the exposure for 24 hours it increased to 28.2 to 
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38.0 voWo indicating an increase of 3 to 4 (fold. This increase con- 
tinued further, showing 65-69 V0I96 after two days, 78.2 vol?^ after 
three days and at last it reached a maximum value of 105.0 V0I96 
after 4 days, showing the increase of nearly 10 fold. 

Comparing these results with the present case the following dif- 
ferences will be noticed : (1) The normal C02-contcnt of Mya is much 
higher than that of the oyster. (2) The rate of increase of COj-content 
is more rapid in Mya than in the oyster. (3) The highest COj-content 
attained is 105 in Mya at the end of 4th day while in the 
oyster it was only 55.69 vol^ at the end of 7th day. 

Discussion. 

'rhe fact that the heart of the oyster sui^vives highly actively in 
the ordinary sea water as long as 14 days, rendered the author ta 
entertain a question whether there may exist some close relation 
between the pH of sea water on one hand and the pericardial fluid 
and the blood on the other. As is generally known the alkalinity of 
sea water is mostly found to be above the pH 8.00, showing a higher 
value than the pH of the blood of most animals. But the pH of 
the blood in some marine lower animals show a fairly high value, 
as is reported in my previous paper*^ For instance, in Area a 
large bivalve, the blood pH was shown to be pH 7.75 indicating close 
approximation to that of sea water. Therefore one is tempted to 
assume that the pH of the sea water is the most favourable medium 
for the organs of most marine animals including the oyster heart. In 
fact, however, the pH of the blood and pericardial fluid of oyster is 
usually much lower than that of sea water when it is compared with that 
of Area (pH 7.75) or Caudina (pH 7.79) and rather approximates that 
of some fishes {Salma iriditis pH 7.28, leudscus hakuensus pH 7.35) 
(2) or even mammals (neighbourhood of pH 7.40). The protein error 
of the blood and i>ericardial fluid was found to be negligible owing 
to the .scantiness of protein or salts in these fluids, although there is 
another possibility of the existence of two different kinds of proteins, 
which gives the opposite error to an indicator, thus minimizing the 
protein or salt errors (7). 

CoLLiP finds that the COa-content of the coelomic fluid of Pelecy- 
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poda mollusca, Mya arenaria^ ranges from 6.5 to 10.2 volYo when 
it was equilibrated with atmospheric air. In many other p<‘It‘cypoda 
species such as Saxidomusy Macoma, Mytilus, and Cardium the Ci) 2 ‘ 
-content of coelomic fluid showed nearly a similar value, excepting 
Paphia in which this value is high as 29 vo\%, Tht* author"^ 
found that the CO^-content of the blood of Area (a bivalve) and 
Caudina (an echinodermata) to be 6.3 vol Yo and 8.5 vol Yo respectively. 
In the present investigation the C02-content of the blood and pericar- 
dial fluid was found to be 4.22 \o\Yo and 4.00 vol% respectively. As 
will be seen from these figures the COg-content of the blood and the 
pericardial fluid of the oyster is very low as compared with the 
blood and the coelomic fluid of other marine lower forms givcm in 
the above. The COg-content of sc'a water which was oftem exammined 
during the course of the present experiment varied in the range of 
3.95 to 4.20 vol^ thus showing a close approximation to that of the 
blood and the pericardial fluid of the oyster. In spiU^ of such resem- 
blance of alkali reserve there exists a distinct difference bc'tween sc^a 
water and the fluids of the oyster with regard to its pH value. The 
reason why such difference arises may be explained by a difference 
of the tension of free COg in these fluids. In the blood or th<' 
pericardial fluid the alkalinity i. e. combined carbondioxide will be 
oppre.s.sed by the presence of a greater amount of free COg which 
was produced from the tissue, and the reaction will be more (jr less 
shifted to the acid side. While as sea water has no such COg its 
pH will be kept higher than that of the blood or pericardial fluid. 

I now wish to give .some comment concerning the behaviour of 
these fluids to the altc'red condition of sea water. 

As has been already mentioned, the oyster alters blood pH as w(dl 
as the pH of the pericardial fluid distinctly, in responce to the pH 
change of breathing water. In the acid experiments it was found that 
the speed of this change is very rapid and it can be recognized as 
soon as within 30 or even 15 minutes after the animals are placed 
under an altered condition. For instance an individual (No. 2) 
decreased its blood pH from normal value to pH 6.10 within 30 
minutes when it was immersed in the acid water (pH 5.(X)). This 
decrease may be regarded as a change due to the influence of the 
low pH of external medium. Consequently it may be allowable to 
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believe there occurs a penetration of H ion from breathing water 
into the blood as well as to the pericardial fluid. The penetration 
of acid into living tissue is not yet fully studied, but according to 
I'aylor’^^ the acid can penetrate through a living membrane either 
in the form of an undissociated molecule or by the simultaneous 
passage of H ion and anion. Therefore in my ex{)eriment also the 
HCl in water would have p<‘netrated into the animal body either in 
form of ion or molecule. 

It was noted in the Acid Experiments 1, 11, and IV that the pH 
change of internal medium (blood and pericardial fluid) gives conflic- 
ting results. That is, in Acid Experiments I and 11 the pH of internal 
medium t<‘nds to increase for 12 or 21 hours, while in Acid Experiment 
IV the pH of internal medium rapidly decreases with time. These 
contradictory results may have been produced by a difference of the 
pH in the breathing water in these two experiments. In the Experi- 
ment I and II the pH of the water was not so high as that of the 
Experiment IV. In Elxperiment 1 and II the pH decreased immediatc^ly 
by a rapid penetration of acid, which in turn from the neutralization 
ot the acidity showed a temporary increase of the pH of internal 
medium later. Whih' in Ex[)eriment IV, because of very strong 
acidity of breathing water, the alkali reserve of the internal medium 
could not defend a decrease of pH, thus producing a progressive 
decrease' of pH in internal mc'dium with the course of time. 

The next subject to be discussed is a more important one, i. e. 
the change of the COjj-content. The C02-content in the blood, that 
is alkali n'su'rve, is known to havt' an intimate relation with the 
respiration, i)articulary upon the socalled phenomena of ‘ acidosis ’ ia 
higer animals. In lower animals, however, this relation has been 
studied very little until Coixip’s result was published. The relation 
of my own observations on the oyster to the study of Cof.UP and 
further to the more general subjec-t of the acid base problem will 
be discussed in the following. 

Remarkable findings in my acid experiment are first that the COj- 
content of the internal medium decreases at first and then increases 
when the animal is immersed in the moderate acid water (Acid Exp. 
I, II), and secondly that the CO,-content of the internal medium rises 
gradually and continuously to a great extent, when the animal is 
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subjected to respire in the water of strong acidity (Acid Exp. Ill, IV). 
Thus the question centers on the significance of the difh'rence found 
between the moderate and intense acid experiments. 

The decrease of COj-content in the beginning of the experiment 
of moderate strength of acid has been emphasized in ecch experiment, 
and it was attributed to the neutralization of prop(T alkali reserve 
due to HCI which has rapidly invaded the internal medium from the 
outer medium. The increase shown in the later stage may also he 
due to the same nature as the increase observed in the Kxp. IV, 
where much stronger acid was used. 

When the oysters were submitted to respire in the low i>H water, 
the IICl diffused into the blood, probably through the gill membrane 
at first and finally from all over the surface of th(‘ mantle. If the 
blood becomes thus acidic, the tissu<‘ which is bathed in the blood 
and also in the pericardial fluid will bc'come more and more acidic 
in the course of time*. In the beginning of acid invation the alkali 
reserve of the bl(K)d or possibly the sodium bicarbonate will first 
neutralize it. But it is very evident, however, that the quantity of 
alkali contained in the blood is insufficient contrasted with th<' intense 
acidity of the breathing water. It is an extraordinary fact that in spite 
of such poorness of the alkali reserve the blood is able to counteract 
for the decrease of its pH to such an extent as to enable the oysters 
to survive as long as 24 to hours under an acidity as high as pH 
1.20. Such unique control of acid base balance* can not be maintained 
unless there were a powerful regulative ability in the body of the 
oyster. The ability just stated is manih'sted by the important role 
played by the shell carbonate ol the oyster. 

The fact that the C02-content of the internal medium of the oyster, 
which shows a normal to be 1.00-4.22 vol?4 increased to 55.69 vol^^ 
already has been emphasized in the appropriate places. Such an 
immense increase can not be explained unless we presume* an e.xistence 
of a vast quantity of alkali rc'serve in the body of the oyst(*r. This 
large quantity of the alkali reserve must be attributed to the shell of 
the oyster. This idea was first maintained by in his sludv 

of the anerobic respiration of Mya arenaria. In his case the* increasfxl 
carbon dioxide in the blood raises the blood acidity and in consequence* 
of this acidity the calcium carbonate of shell dissolves in the blood. 
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and increases the CO* reserve in the blood. For explanation of my 
results the utilization of shell carbonate against increased acidity has 
been also assumed. As to the cause of acidity, however, a different 
interpretation is needed, since in place of the carbonic acid in Coixip’s 
case invasion of HCl from water is responsible. The following equation 
will illustrate these relations just stated. 

CaCOsH 2 HCl==CaCl2-f COa-hHoO 

By this reaction the carbon dioxide and the calcium chloride will 
be increased in the blood. But as the carbon dioxide will be immedia- 
tely dissolved and will act as an acid the shell carbonate will be 
furthermore' dissolved. The subsequent formation of calcium bicar- 
bonate from calcium carbonate will be seen from the following equation. 

CaCOi-f-HjCO, — CalHCO,)*. .. .(Colup’s equation) 

The calcium bicarbonate thus formed will serve as an excellent 
alkali reserve. 

As will be seen from the above two equations the HCl is certainly 
effective, but its action is a rather indirect one, because the formation 
of Ca(HC08)f will not take place in the absence of CO*, which is 
found by the interaction between HCl and CaCOs. In fact the CO 2 
in this case may have played an important role. For the solubility of 
CO 2 in a fluid such as blood or serum is by no means small, and 
consequently the amount of carbon dioxide contained as free CO* may 
be very large. Therefore that the COs-content observed in the acid 
experiment must have* been composed partly of calcium bicarbonate 
and partly of free CO, dissolved becomes highly probable. 

This relation can readily be made clear by extracting the free CO 2 
alone from the sample to which no acid was added. But instead of 
such a test I have tried for the same purpose a small experiment in 
which 1 gm of powdered shell was added to 10 cc of acidified sea 
water (pH 1.20), and shaken vigorously. After standing at 25°C for 
12 hours the water was found to contain 45.17 vol?^ of total CO 2 , 
and of which 26.03 vol^, i. e. 50 of total COj, was found to be the 
free CO 2 dissolved. From these results just given, and moreover taking 
into consideration the small solubility of Ca (HCOs)*, I am inclined 
to maintain that the increase of CO* in the internal medium as well 
as in the external medium (as can be seen in the breathing water of 
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susceptibility experiment) may be attributed rather to the free CO, 
than to the Ca(HCOa),. 

Turning now to the alkali experiment, the speed of the ehange of 
pH has been found to be almost similar to that of the acid experi- 
ment, concerning both the blood and the pericardial fluid. The increase 
of the pH in this c.ase may probably be due to the increase of OH 
ion, which has penetrated from breathing water to the internal fluids. 
The fact that the increase of OH ion occurs e(|ually rapidly with the 
increase of H ion may be ascribed to the great adsorhability of theses 
ions, when the traversing mechanism of these ions has been assumed 
as according to the adsorption phenomena, as Taylor'’^ maintains in 
his e.xplanation of the penetration of HCI through the cell membrane. 

In Exp. I and Exp. II the pH of internal medium increased almost 
regulary during 24 hours of the experiment. WhtTeas in the Exp. 
Ill and in the experiment of susceptibility in which the experiment 
was conducted under severe alkalinity and continued as long as 4^ 
hours, the change of the pH was not so rtjgular as in the former 
cases. In fact some individuals showed a permanent rise in pH, while 
in the other the change was almost inappreciable or none. These 
irregular results can be taken as the peculiar efft'ct of the severe 
alkalinity of breathing water. However from the result of Experiment 
II it can also be assumed that even the individuals (e. g. No. of Table 
VllI and No. of 1 able IX) which maintained their pH unaltered might 
have once increas(»d their pH at the beginning of the experiment. If 
this was the case, the OH ion which once increased in the internal 
medium must have been excreted by some physiological process, and 
further the penetration of OH ion from breathing water must have 
ceased after that time. The excretion of excessive OH ion may pro- 
bably have been carried by the kidney, while the faculty of preventing 
the inversion of OH ion may be accounted for as according to the 
change of the character of the gill membrane due to the severe 
alkalinity of breathing water. 

The (juestion why some individuals can regulate the pH while 
others cannot, or the question as to on what mechanism depends the 
regulation of permiability of gill membrane against OH ion cannot be 
answered as yet. 

A special finding resulting from the alkali experiment revealed the 
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fact that the blood alkali behaved in a quite different manner as 
compared with that of the acid experiment. In the alkali experiment 
the COo-content showed no distinct change, notwithstanding that the 
pH of the blood and pericardial fluid showed a distinct change. The 
rise of the pH then apparently is not due to the formation of sodium 
bicarbonate in the blood, but due to a mere increase of OH ion which 
invaded from the breathing water without accompanying the sodium 
ion, because the COv-content must have been increased if the molecules 
of NaOH or both the anion and the cation of this salt penetrated 
simultaneously into the blood, as they would produce sodium bicarbo- 
nate or carbonate according to the following equations. 

NaOH 4 H,CO.,= NaHCO, + H^O 
2Na()H4 H^aX-Na^COa 2\W 

But any alkali the production of which is demanded by the above 
equations was not detected. It seems therefore reasonable to suppose 
that the high alkalinity of l)reathing water changed the structun* of 
the gill m<Mnbrane so as not to allow the NaOH molecule or Na ion 
to permeate. I may add also that it will not be unreasonable to 
presume that the OH ion alone has pcmetrated the gill membrane 
leaving the cation outside, though such would immediately build up 
an opposing electrostatic potential unless there might occur some 
compensation process at the same time. Because this compensation, 
I think, will be satisfied by the outward shifting of anion HCO 5 
which is yielded by a dissociation of HjCOr in the blood. 

As to the air exposing test, the decrease of pH may be ascribed 
to the production of the CO 2 in the blood. The increase of CO 2 - 
content observed in this experiment may undoubtedly be aSvSociated 
with the dissolved shell carbonate as is believed by Collip'*^ He 
explained the increase of C02-content by an equation cited in the 
preceeding page and it is most probably applicable to the case of the 
oyster. 

CoLLiP'*^ suggested that Mya armaria is a facultative anerobic 
organism by assuring that this animal yields the carbon dioxide in 
boiled sea water as well as when it was exposed to the atmospheric 
air. I think this may also hold good with the case of the oyster. 

In my air exposing experiment the COj-content of the blood rose 



pH AND COj-CONTENT OF THE BLOOD, ETC. 


255 


from 4.35 to 40.19 vol94 in the course of one week, showing an 
increase of 35.84 V 0 I 96 . So that the increase of 35.84 vol?^ may be 
taken roughly as the product of anerobic respiration. If, therefore, 
this CO* was assumed to be evolved from the combustion of a carbo- 
hydrate such as glycogen, and if this assumption turns out to be true, 
then the same amount of oxygen must also be combusted. Conse- 
quently, if the quantity of the blood of an oyster is assumed to be 
20 cc., then the CO* produced in the blood must be nearly 7.2 cc.. 
This assumption leads us to conclude that the amount of i)xygen 
consumed in a week must also be 7.2 cc., or equivalent to the amount 
of oxygen contained in about 1 litre of sea wah'r. Sinc(‘ there are 
no other resources to supply such a greater quantity of oxygen we 
are forced to conclude that it was supplied by the anerobic process. 

I think it is least probable that the oyster respires aerobically 
thmugh the mantle surface, though it sometimes opens the sh(41 in 
the atmospheric air. 1 have as yet no data sufficient to discuss this 
question, so it is resi^rved to the future. 

Finally I wish again to emphasize the facts concerning the suscepti- 
bility of the oysters to the change of experimental media. The fact 
that the critical hydrogen ion concentration of blood for the survival 
of the oyster has been found to be pH .5.tK) and the pH of 1.80 or 
even 4.90 is fatal, seems to be highly significant, because the isoelectric 
point of serum protein of the oyster must possibly b(' in the neigh- 
bourhood of these pH. According to Tadokoro and Watanabe"'^ 
the isoelectric point of blood protein of Caudina chilensis (an echino- 
dermata) lies between pH 4.78 and 4.90 which agreed, though perhaps 
accidentally, with the value just mentioned. At th(^ isoelectric point 
the blood will show much different physical properties as compared 
with the case in the normal pH. For instance the osmotic pressure 
and viscosity will be minimized and the charge of the blood cell will 
be changed. There'fore it is presumed that the blood of the oyster 
would have altered its properties in a great degree near the death 
point. 

Summary. 

( 1 ) Data are given to show the normal pH and corresponding 
CO*-content of the blood and the pericardial fluid of the oyster, and 
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moreover to determine the threshold pH concentration, which kills 
the oyster within 48 hours, 

(2) Data are given to show the varied resp)onses of the blood and 
pericardial fluid of the oyster to the pH change of breathing water, 
and further to show the respose to the exposure to the atmospheric 
air. 

(3) The normal pH has been found to be 7.24 in blood, and 7.16 
and 7.11 in pericardial and body fluid respectively. The C02-content 
was found to be 4.22 \o\% and 4.00 vol^^ in blood and pericardial 
fluid respectively. 

(4) The pH of the blood and the pericardial fluid was submitted 
to a seasonal change, decreasing in early summer and increasing in 
early winter. 

(5) Th(‘ blood, pericardial fluid, and body fluid show no appreciable 
protcMn error in determining the pH by means of the indicator method, 

(6) The relation between the pH and the CO 2 volYo with respect 
to the blood and pericardial fluid was found to be as follows. 

CO 2 vol9^ = 1.87 pH-9.49. . . .Blood. 

CO 2 vol9i = l.31 pH -6.49. .. .Pericardial fluid. 

(7) The pH of the blood and pericardial fluid of the oyster rapidly 
decreases when it is subjected to the respiration in the water of high 
acidity. The lower limit of the decrease of pH ‘ in vivo ’ has been 
found to be pH 5.40. This decrease of pH appears to be due to the 
penetration of acid from breathing water into the body. 

(8) The CXVcxmtent of the blood and pericardial fluid of the 
oyster gradually increases, when it respires in the water of high acidity. 
The maximum limit of this increase ‘ in vivo ’ has been found to be 
55.69 vol%. This increase of CO*-content is considered to be due 
partly to the formation of calcium bicarbonate and partly to the free 
COj dissolved in the blood and the pericardial fluid. 

(9) The pH of the blood and the pericardial fluid of the oyster 
rapidly increase when the animal is submerged in the breathing water 
of high alkalinity. The upper limit of this pH increase ‘ in vivo ’ has 
been found to be pH 8.45. This increase of pH is surely due to the 
penetration of OH ion from the breathing water. 

(10) The C02‘Content of the blood and the pericardial fluid of the 
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oyster remains unaffected by the increase of blood pH. This was 
probably due to the selective permeability of plasma membrane, which 
enables the OH ion alone to permeate, because if Na ion or NaOH 
molecules penetrate into the blood the CO, -content must increase, as 
they will combine with the CO 2 evolved from tissue. 

(11) The C02-content of the blood and the pericardial fluid of the 
oyster increases and the pH of these fluids decrease when the animal 
is exposed in the atmospheric air. The former increase was probably 
due to the formation of calcium bicarbonate in the blood, and the 
latter decrease to the increase of CO 2 in the blood. 

(12) 'Fhe critical concentration of low blood pH which kills ,the 
oyster within 48 hours has been determined to be in the neighbourhood 
of pH 5.00. 

(13) Susceptibility of oyster to high alkalinity (n/100 NaOH) is 
greater than to the high acidity (pH 1.20). In the former case the 
oyster survives for 48 hours while in the latter case they mostly die 
within 48 hours. 


November, 1928. 
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The Power of the Adductor Muscle of the Oyster, 
Ostraea circumpicta Plus. 

By 

Tadashi Tamura. 

(The Marine Biological Station of the T6hoku Imperial University, 
Asamushi) Aomori Ken, Japan.) 

1. Introduction. 

It is a matter of common knowledge that in order to open the 
shells by mere pulling against the contracting power of the adductor 
muscle requires considerable strength. Many physiologists have focussi^d 
their attention on this unique phenomenon for a long time. 

Formerly Plateau (Regnard 1891, and Flatiely and Walton 
1922,) studied the power of the adductor muscle of several bivalves, 
and found that the number of gms. required per cm* of the section 
area of adductor muscle in order to overcome the closing power is 
enormous, and also found a wide range of difference among many 
species of Lamellibranchia in this regard. Plateau, however, limited 
his observation to determination of the absolute power of the adductor 
muscle, and therefore the (luestion of the durability against the maximum 
weight was untouched. The prescmt investigation was carried out to 
determine not only the power which was nei'ded to tear off the 
adductor muscle of the oyster and other common bivalves, but has 
been extended to the observation of spontaneous shell movement, with 
or without loading with weight, and also the estimation of the power 
of the ligament against the natural closing power. The prt'sent 
experiment was carried out during the summer months of 1928 at 
the Asamushi Marine Biological Station. Th(» oyster, Ostraea circuni’ 
pkta Plli>, which is found in abundance on the rocky tidal shore in 
the vicinity of our station, and the other common bivalves used, were 
•collected at the same locality. 
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2. Mkthod. 

For determining the strength of the adductor muscle of the oyster 
the ventral shell was tightly fixed with a strong wire along the under 
side of an iron bar which was attached to an iron stand. In order 
to pull the adductor muscle vertically by a hung weight, a small 
hole was made on the dorsal shell near its margin, and through this 
hole the weight was hung by means of strong wire. The power of 
the muscle was estimated in terms of the weight which was necessary 
to pull the shells apart (Fig. 1). We assumed that the adductor 
muscle is an elastic body, and the amount of work W, done by the 
adductor muscle against loaded weight (w) was calculated by the 

following formula. 

( 1 ) 

where ad = distance in centimeters 
from ligament to the 
center of adductor 
muscle. 

ac= distance in centimeters 
from ligament to the 
point where the weight 
Fig. 1. hangs. 

w— hung weight in gram. 

The section area cm* of the adductor muscle (e) was measured 
by using the planimeter. Finally the power of the adductor muscle 
per cm* of section area was calculated by the formula (2). 

-^=gms. per cm* section area (2) 

In order to observe the shell movement of the oyster under a 
loaded condition the apparatus equipped as aforementioned was dipped 
into a jar which was filled with running sea-water. The shell move- 
ment was recordixl by the usual kymographic method, attaching a 
fine wire to the right shell, which was connected to a lever (Fig. 2). 
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3. Experiments. 

1. The dpening and closing movement of the oyster under 
tke liohnal condition. 

Uhder the normal condition the oyster makes an opening and 
closing movement. Five oysters the body weights of which ranged 
from 430 to 520 gms. were submitted to the experiment as soon as 
these were collected. The observations on the shell movement were 
made during a period of hours under almost similar conditions. The 
results obtained are given in Table 1 (p. 272). 

As will be sefen from Table 1, two of the specimens employed 
showed the spontaneous movement of the shells for 24 hours conti- 
riuously, and in the other two .specimens the shell movements were 
hbted for the first 19 hours and the first 5 hours respectively, after 
which the movement stopped till the end of 24 hours, while the 
remaining one showfed no movement at all during the 24 hours. 
From the records obtained from the above list the time required to 
complete a spontaneous shell movement, opening and closing, was 
found to be from 3 m. 2 sec. to 11 m. 15 sec., and the amplitude of 
the shell o^bning ranged from 2.8 mm. to 7.0 mm. It is clear from 
the present reSUlts that within the normal oysters, or even with the 
rame individual, the petiod of the shell movement as well as the 
amplitude of opening vary Widely. 
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Nef^on (1921) stated concerning the shell movement of the Ame- 
rican oyster that it is influenced by the environmental factors such as 
day and night, tide, density, turbidity, temperature, and the number 
of food organisms. 

According to the same investigator (1921), when too many food 
organisms appeared in the sea the shell movement ceased for a while. 

Kellog (1910) stated that when the surrounding medium is con- 
taminated, the oyster defends against the invasion of mud or other 
substances into the body by closing the shell tightly. 

Although I have also paid attention to the factors mentioned by 
Nelson, I have been thus far unable definitely to correlate the wide 
variability of shell movement with any of the factors mentioned above, 
exc('pt that an unusually wider opening of the shell than the normal 
width of the opening occurs once a while, which may be regarded as 
similar to the gill cleaning movement usually shown in fishes. 

Pawlow (1885) studied the opening and closing shell movement of 
Anodonta from th(i view point of nervous system and muscle physiology. 

From the kymographic records (Fig. 1, 2, and 3 in Plate XII) we 
notice that the oyster op<ms the shell very slowly and sometimes even 
little by little, showing numerous steps. However, as soon as the 
opening reaches the maximum, the shell is closed usually quickly, 
though in some cases the shell remains widely opened for a while. 
The closing movement is usually instantaneous, contrary to the very slow 
opening movement. Although the majority of the oysters show alter- 
native movements of opening and closing, yet in some the shell remains 
either in an opened or closed state for a considerable length of time. 

Marceau (1905), who examined the resistance power of the 
adductor muscle of Pecten maximum and of Mactra glauca, observed 
that the adductor muscle of Acephales consists of two kinds of muscle 
fibre, and that the functions of the respective muscles also differ. 

According to UexkOll (1912) who studied the adductor muscle 
of Pecten and of sea-urchin, the adductor muscle of Pecten consists of 
a large round transparent part consisting of cross-striated fibres and 
a small opaque part formed of smooth fibres. According to their 
functions, he named the former muscle “ Bewegung Muskel ” and the 
latter muscle ‘‘ Sperrung Muskel Bayuss (538 p.) called the 
former “ motor muscle ” and the latter “ catch muscle ”. 
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In the present investigation it appeared to the present writer 
reasonable to ascribe the shell closing movement to the motor muscle, 
and the graditional movement to the catch muscle, as will be shown later. 

Exp, 2. The shell movement under a loaded condition^ and the 
time needed until the addvetor muscle is torn off by a hung iveight. 

Fifteen oysters were tested under sea water, loaded with varying 
weights of 2 Kgs., 5 Kgs., 10 Kgs., 15 Kgs., 20 Kgs., 25 Kgs. and 30 Kgs. 
The details of the shell movement as affected by the loaded weights 
were recorded by the kymographic method. The results are given in 
Table 2 (pp. 272-273). 

In the two oysters loaded with 2 Kgs. each adductor muscle with- 
stood the weight for 5 days 10 hours and 1 day 6 hours nspectively 
before being torn off. The shell movement (No. 6 Fig. 4 in Plate XII) 
was almost similar to that of the normal oyster unloaded. The fre- 
quency of the movement in the specimen No. 6 was 100 times in 21 

hours, showing the time required for opening and closing was 3 m. 3 

sec. in average, while in No. 7 it was 120 times in 24 hours, or an 
average time for each complete movement of 12 m. 

Three oysters were loaded with 5 Kgs., and number of hours needed 
before the adductor muscle was torn off was observed in each. The 
results were 15 hours in No. 8, 20 hours in both No. 9 and No. 10. 
The shell movement (Fig. 5 in Plate XII) was almost similar to that 
of the 2 Kgs. loaded oyster, or in other words the movemtmt was 
almost as normal as that shown by th(5 unloaded oyster. 

When a 10 Kgs. weight was hung on, the oysh'r showed few shell 
movements (Fig. 6 in Plate XII), and the adductor muscle was torn off 
after 2 hours 30 minutes in oyster No. 11, while in specimen No. 12 
the muscle only withstood the strain for 7 minutes. This oyster did 
not move the shell at all. 

If weights of over 15 Kgs. were loaded, the adductor muscle with- 
stood for a very short time and in no instances were the shell move- 
ments observed. 

When heavy W(‘ights were loaded the shell gradually opened, and 
the adductor muscle was torn off within 1 to 15 minutes. 

The relation between the weights loaded and the time required 
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to tear off 
as foltovirs: 
Weights 
2 Kgs. 
5 Kgs. 
10 Kgs. 
15 Kgs, 
20 Kgs. 
25 Kgs. 
30 Kgs. 


off the adductor mtiscle fourtd in the preseht Experiment is 
Ws: 

jhts loaded. Thne required to tear off the adductor muscle. 

Cgs. 1 day 6 hours to 5 days 10 hours. 

Cgs. 15 hours to 20 hours. 

Cgs. 7 mkiutes to 2 hours 30 minutes. 

Cgs, 2 minutes to 15 minutes. 

Cgs. 45 seconds to 3 minutes. 

Cgs. 10 minutes. 

Cgs. 1 minute. 

The variations shown in the above table 
may be due to any one of the following 
factoid, or all combined : size of the oyster 
itseff, the difference in the area of the 
1 adductor muscle, and also to the physiolo- 

1 gteal state of the oyster at the time of 

1 experhimnt. The relation between the 

1 weights acted on the adductor muscle per 

1 cm* section area and their endurance in 

times of hours rwjuired to tear off the mus- 
‘ — I cles is shown in Fig. 3. 

\ Exp. 3. Threshold weight for tearing 

\ off the adductor muscle of the oyster 

\ instantaneously. 

\ In this experiment the threshold weight 

\ which if loaded tears off the adductor 

\ muscle at onfce was determined, and further 

\ the work (W) done by the adductor muscle, 

\ and the weight acting on per cm* of the 

\ Section area of ad- 

\ ductor muscle for 

\ loading, were also 

calculated. The 

• ' amount of work 

IKg. 2 Kgs. 3 Kgs. 4 Kgs. 5 Kgs. 

(W) done by a unit 

3. Ornate -^ration of Experiment. ^ 

Abscissa •— Power acting per cm* section 

area 6f addubtbr muscle. ductor muSCle wa& 
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calculated by thje formula 2. In order to ascertain the weights which 
acted on per cm* of adductor muscle, i. e., the muscle power, the 
following four lots of oysters were chosen according to their size, in 
as much as the muscle power may be proportional with the size of 
the animal. The weights of five oysters ip each lot were as follows : 
lot 1. 62gms. to l(X)gms. lot 2. 200 gms. to 24Ugnis. 

lot 3. 305 gms. to 366 gms. lot 4. 518 gms. to 775 gms. 

The results obtained from these twenty oysters reprt*sented by the 
four lots are given in Table 3 (p. 274). 

The results show that the weights required in tearing oh th(‘ 
adductor muscle instantaneously varies considerably according to indi- 
viduals. For instance, No. 22 requhed 5 Kgs. while No. 38 requii'ed 
as much 40 Kgs. for this purpose. However, when the weights required 
are distributed per cm* of the section area of adductor muscle, then 
the unit area of the muscle of No. 22 requires 69(X)gms. and that 
of No. 38 requires 7726 gms., showing that the difference' of loaded 
weights shown by the different oysters was due to the corn'sponding 
differences in both the size of oyster and the area of adductor muscle. 

From Table 3 we find that the [)Ower of th(' adductor musch' per 
cm* sec‘tion varies considerably according to the individual, ranging 
between 5047 gms. (No. 24) and 10971 gms. (No. 34). We also notice 
the fact that the smaller individuals, such as in lot 1, give a smaller 
value, and conversely the larger oysters in lot 3 give larger values of 
mean muscle power, indicating in general that the power of the ad- 
ductor muscle is strongOT in larger specimens than in the smaller ones. 


Lot. 

1 

Body weight iHung weight' 
(gms.) 1 (Kg.) 1 

weight 
acting on 
the add. 
muscle (Kg.) 

Area of the 
add. muscle 
(c m^) 

W ,>or cthJ ' 
Miction area 
of add. 
muscle Cgms.; 

Mean VV per 
cm^ section 
area (gms.) 

1 

63-100. 1 

6.0-11.0 1 

6.9-17.8 

1 1.0-3. 8 

6047- 8571 ' 

6789 


200-240. 

9.0 16.0 1 

18.7-26.8 

2.3-4.1 

1 6708- 8120 

0976 


.<105- .'!66. 

14.0-26.0 1 

22.9-38.4 

3.1 4.9 

6691-10971 

8289 

4. 

618-776. 

.32.0-40.0 j 

41.6-56.4 

1 6.0-7. 3 

1 

1 7729- 9146 

8637 


From Table 3 the following mean values are obtainable : 

An oyster of whi^h the tissue weight i^ 28.1 gms. can withstand 
7880 gms. per unit area of its adductor muscle, and the yvork done 
by the adductor muscle is 313Wgms., currespopding to 1110 times the 
tissue weight. 
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Exp. 4. The power of the adductor muscle under narcotized 
condition. 

The relative poioer of the adductor muscle of the oyster narcotized 
with menthol or chloroform, compared with that of normal oyster. 
The results obtained from five specimens are given in Table 4 (p. 274). 

That the power of the muscle was weakened when the oyster was 
narcotized can readily be recognized. The muscle power estimated 
ranged from 2225 gms. to 5891* gms., and the mean value was esti- 
mated to be 4734 gms. per cm* against 7880 grams of the normal mean. 

Dk Buisson (1927) studied the influence of the acid and alkali 
upon the muscle of Anodonta and reached the conclusion that the 
power of the muscle of Anodonta becomes stronger by HCl and 
becomes weaker by NaHt’Os, but the effect of narcotics was not 
observed. 

Exp. 5. The power of the adductor muscle of other common 
bivalves. 

The power of the adductor muscle of several common bivalves 
was tested. 

a) Anadara inflata Reeve. (Akagai). 

This bivalve is provided with two adductor muscles of nearly equal 
size, like' those of Anodonta, thus differing from the oyster which has 
but one muscle. So that, in this case, the factor “ ad ” in formula 1 
represents the distance from the ligament to the middle point of a 
line which connects the two adductor muscles. According to this 
formula the power of the muscle was calculated, based on the data 
obtained from five specimens, and the results are given in Table 5 
(p. 275). 

The total body weight of the Anadara varies from 288 to 
650 gms. 5.0 to 11.0 Kgs. were loaded. The weight acting on the 
adductor muscle was calculated, and the results were 21.2 to 44.0 Kgs. 
The power of the adductor muscle per cm* section area was’ 5116 gms. 
to 8028 gms., showing a mean value of 6374 gms. A comparison 
between the mean tissue weight and the mean W which acted on the 
adductor muscle was found to be 185 gms.: 31500 gms. (=1:170), 
The factor W becomes, in the present case, disproportionately large 
when compared with its hung weight, owing to the very small dis- 
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tance in this species from the ligament to the adductor muscle. 

b) Anodonta lauta Marten, var. (Dohugai). 

The results obtained from seven tests conducted on seven different 
individuals are shown in Table 6 (p. 275). 

The body weight ranges from 91 gms. to 161) gms. The weight 
needed in tearing off the adductor muscle instantly after loading was 

2.3 Kgs. to 3.2 Kgs. The work done, W, calculated by formula 1, was 
found to be 8.2 Kgs. to 10.4 Kgs. The power of the adductor muscle 
per cm® section area was 2928 gms. The ratio of the average' tissue 
weight to the average W was 38 gms.: 9l(K)gms. (=-1 : 239.4). Con- 
sequently the W which acted on the adductor muscle is consideraly 
large, notwithstanding that the hung weight was small. 

c) Mytilus crassitesta Lischke. (Igai). 

The results obtained from seven tests are given in Table 7 (p. 275). 

The body weight of the specimens used varied from 92 gms. to 
195 gms. The weights required in tearing off lh(‘ adductor muscle 
instantly after loading were 18 Kgs. in minimum and 23 Kgs. in maxi- 
mum. The W calculated by formula 1 was found to be 14.8 Kgs. to 

26.3 Kgs. The power of the adductor musclti per cm® sc'ction area 
was estimated to be 3895 gms. to 6877 gms., and its mean weight 
5586 gms. The ratio of average tissue weight to average W can be 
shown as 28.4 gms. : 18900 gms. (==1 : 665). 

d) Modiolus barbatus LiNNE. (Hibarigai). 

I'he present species much resembles Mytilus in its form as well 
as in its habitat. The data were obtained from eight specimens and 
are tabulated in Table 8 (p. 276). 

The estimated weight of the emtire body ranges from 70 gms. to 
130 gms. The weights used w(Te 5 Kgs. to 9 Kgs. The work W 
calculated by formula 1 was 6.7 Kgs. to 10.6 Kgs. The powtn- of the 
adductor muscle per cm® section area was calculated to be 2466 gms. 
to 3533 gms., and its average as 2809 gms. The ratio of the mean 
tissue weight to the mean W were 13.4 gms.: 8300 gms. (“ 1 :619). 

e) Pecten yessoensis Jay. (Hotategai). 

The results obtained from five individuals were shown in Table 9 
(p. 276). 

The body weights were 220 gms. to 289 gms. The hung weights 
were 4.0 Kgs. to 6.7 Kgs. The work W calculated by formula 1 was 
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7.1 Kgs. to 11.0 ^Cgs. The power of the adductor muscle per (Cfp? 
section area were 293gnfS. to 785gpis., and its mean was 445 gms. 
The ratio of t^e average tissue weight to the mean Vf was 
105 gms.: 8800 gms. ( = 1 : 84). 

f) Chlamys senaforius R^eve. (Afeasaragai). 

The results obtained from five individuals are given in Jable IP 
(p. 276). 

The body weights of iho specimens used were 45 gms. to 105 gm§. 
The hung weights were 2.1 Kgs. to 3.0 Kgs. The wprk W caicu)ate4 
by formula 1 were 2.6 Kgs. to 4.8 Kgs. The power of the addpctpr 
muscle per cm“ section area was calculated to be 900 gms. to 1966 gms., 
and its mean was 1272 gms. The ratio of the mean tissue weight tp 
the mean W was found to be as follows : — 22.6 gms.: 3560 gms. 
( = 1:175). 

6. The potver of the ligament of the oyster and of the 
other common bivalves. 

The ligament of the Lamellibranchia acts to open the shells in 
opposition to t^c closing power of the adductor muscle. The opening 
power of the ligampnts against the closing power of the muscle w£^ 
estimated with several bivalves, including the pyster. The method 
adopted to estimate this power of ligament (W) was as follows: the 
oyster shell opens widely just as soon as the adductqr musclp is 
severed completely, and the weights (w) needed to close the shells 
entirely have been determined. The method of calculation used was 
the same as that used in the case of the adductor musclp. 

where W = power acting on the adductor muscle 
by weight w. 

w =5 weight needed to close the shells 

w= entirely. 

^ a a = distance from ligament to adductor 

muscle. 

b ~ distance from ligament to a point 
where Weight was added. 

From the data given in the Tables 11 to 17 (pp. 277-279) following 
results can be obtained. 
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~ ^ ^ jCW) power | Lig. 

No. of g. j Weight of the lig. iMoan' power 
Species. aninuiU addqd acting on j (W) i acting 

tested. * I (gms.) add. mus. ;(gms.)lpcr cm® 
' j (gms.) 1 I (gms .) 


Ostraea circumpicta Pils. 

! 5 

1328-776600-32001 

769-3600 

2176 

847 

Anadara inflata Reeve. 

5 

360-'l7S 50- 

100| 

200- 

670; 

3.3S 

65 

Anodonta lauta Marten, var. 

3 

80-!10j 

1801 

1 

603- 

78o! 

676, 

282 

Mytilus crassitesta Lischkk. 

6 

1 60-140|600 

13001 

1000-2080; 

1414 

416 

Modulus barlxdus Linn^.. 

5 

1 48-130i4()0- 700; 

421- 

622; 

663 

138 

Pecten yessoensis Jay. 

5 

i220r289jl26- 

- 166| 

214- 

26Sj 

276 

14 

Ckhtnys senatoriys nobilis Reeve. 

5 

1 68-146 50- 

- n0| 

91- 

los' 

146 

40 


It wUl be seen from tl^e above that the power o( the ligament 
differs according to the $p^cies as well as to the individual. The 
individual difference was most marked in the oyster. As the ligament 
a)Cts oppositely to the adductor ipuscle the ligament power must be 
added to the power of the mpscle already found. Comparison of the 
ratio between mean tissue wpight and the mean W showed the follow- 
ing order acciording to the species: 

Ostraea^> Mytilus^ Modiolus^ Anodontd^ Anadard^ 

Chlatmii)> Pecten. 

By a glance at this ordef, one will notice the fact that the powpr 
of the adductor muscle shows some interrelation to tl^c habitat; th^t 
is, the inhabitants of shallow water which is disturbed by the waves 
and tides, possess stronger muscle than those living in the deep 
water. Now comparing (he power pf the ligament, we find the 
following o^’der according to the species: 

Ostraea'^ Mytilus^Mo^iplus'^ Anodonta^Anadaxa > 
Pecten^Chlamys. 

This order, accordjpg to the powpr of the ligament, agrees very 
well with the order already given according to the power of the 
adductor mpselo J showing that the bivalv^ possessing adductor 
ippscles of greater ppwpr possess correspondingly powerful ligaments. 
3foutneS3 qf the shell also develops ip concert with the muscle power 
of the shell. As to the question whetl^er both the powerful adductor 
muscles and ligaments are associated with better developed or 
relatively thicker shells, we found the following relation: 

Ostraea 6 mm., Anadara 4 mm., Mytilus ^ mm.y Modiolus 1.7 mm., 
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Pecten 1.5 mm., Anodonta 1.2 mm., Chlamys 1.2 mm. 

The correlation between the powerful muscles and shell thickness 
is small, and therefore we may assume that the shell thickness must 
be the result of some other factors which are not yet determined. 

Summary. 

1. Th(» shell movement of the oyster under normal condition 
much differs according to the individual. 

2. The adductor muscle of the oyster consists of two different 
parts funclTonally different, the motor muscle and the catch muscle. 

3. The oyster makes normal spohtancHHis shell movements in the 
sea water when loaded with 5 Kgs. but when loaded with 15 Kgs. or 
more, the shell movement is not exhibited at all. 

5. The power of the adductor muscle per cm^ section area of 
the oyster differs according to the dimension of the oyster, and is 
weaker with smaller ones and strongiT with larger. 

5. Narcotized oysters show marked diminution of the power of 
the adductor musc*le. 

6. Ratio between the total body weight and its tissue weight, 
between tissue weight and the adductor muscle weight, and between 
the adductor muscle Weight and the section area of adductor muscle 
differs considerably according to the individual. 

7. The power of the adductor muscle of several other species of 
common bivalves was determined. 

8. The power of the adductor mUscle of several bivalves seems 
to show that the inhabitants of shallow watei* possess ^eater power 
than those of deep water. 

9. The power of the ligament 6f several bivalves is proportional 
to the power of the adductor muscle with the species so far tested. 

Before leaving the subject, I wish to express my sincere thanks to 
Prof. S. Hatai, under whose direction this work was carried on. My 
gratitude is also due to Assist. Prof. S. KoKUbo f6r his kindness in 
giving me valuable guidance during the course of presfent work. 
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EXPLANATION OF PLATE XII. 

Fig. 1. Shell movement under normal condition. 1 scale — 15 minutes. (E.xperi- 
ment No. 3). 

Fig. 2. Shell movement under normal condition. 1 scale -15 minutes. (Experi- 
ment No. 4). 

Fig. 3. Shell movement under normal condition. 1 scale 15 minutes. (Experi- 
ment No. 5). 

Fig. 4. Shell movement when hung with 2 Kgs. weight. I scale -15 minutes. 
(Experiment No. 6). 

Fig. .5. Shell movement when hung with 5 Kgs. weight. 1 scale -15 minutes. 
(Experiment No. 10). 

F'ig. fi. Shell movement when hung with 10 Kgs. weight. 1 scale -5 minutes. 
(Experiment No. 11). 
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<q)eiiing and closing movement of the oyster under normal condition. 
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Table 3. 

Threshold weight for tearing off the adductor muscle 
of the oyster in a moment. 
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Table 4. 

The power of tearing off the adductor muscle of the oyster in a 
moment under narcotized condition. 
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11.2,3S.0| 6894 19 h. in menthol 



ADDUCTOR MUSiCLE OF OYSTER 


275 


Tabijs 5. 

Anadara inflata Rkkvk. 
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Table 6. 

Anodonta lauta Marti*:ns. var. 
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Tabu-: 7. 

My Ulus crassitesta Tjsi’HKl:. 
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Ta^le 8. 
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Table 9. 

Pecten pessoensis Jay. 



■1 ' 

t ' 

•5 

*X3 

14 



^Diiitance from 



1 

Nd. 

l| 

1 

1 

1 


Area 
add. r 

Is 

X 1 

V 

mus. 

life, to 
hurig 1 
point 


& 

Q 


gms 

c, m. 

c, m. 

gras. 

tm* 

hgs. 

r. m. ! 

1 c. m. 

kgs. 

gms. 

Sept. 

1 

220 i 

13.6 

14.0 

99 

21.0 

, 4.0 

7.0 

12.5 

7.1 

239 

14th 

2 

289 

18.0 

14.0 

140 

1 24.6 ; 

i 6.7 

1 7.6 1 

12.6 

11. 0 

786 

»> 

3 

240 1 

1.3.0 

14.0 

94 

1 20.0 


7.0 

12.6 i 

1 8-fi' 

' 425 

*» 

4 

286 

13.0 

14.6 

110 

1 21.4 * 

1 6.0 I 

* 7.6 ' 

12.6 

, 8.2 ! 

1 368 


6 

220 1 

12.0 

12.5 

88 

, 24.6 

1 6.2 

6.6 

11.6 ! 

9.2 

408 

*• 

Aver- 




106 

1 

1 

1 1 

, 1 

1 -1 

1 


8.8 1 

1 ! 

1 445 


age 





1 

1 




1 



Table 10. 

Chlamys senatonus nob%lt% RhEVR. 
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Table 11. 

Ostraea circumpicta 
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Table 13. 

AnodorUa lauta Martkns. var. 
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Table 14. 

Aiptilus craasUesta Lischke. 
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Table 15. 

Modiolus barbatus Linne. 
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Table 16. 

Pecten yessoensia Jay. 
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Table 17. 

Chlamys Benatarius nobUts Hkkve. 
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Chemical Analysis on the Pericardial Fluid and 
the Blood of Ostrea Circampicta Pits.* 

By 

Masao Kumano. 

(Biological Institute, T6hoku Imperial University, Sendai.) 

The saline content of the pericardial fluid and blood was deter- 
mined in regard to Ostrea circumpkta PiLS. living in the neighbour- 
hood of the Asamushi Marine Biological Station. The materials were 
collected during the month of July, 1928. The blood was collected 
from the heart directly by means of a syringe, and usually from 8 to 
12 oysters were used for a single determination. The pericardial 
fluid was also collected from the same oysters which were ust'd for 
the collection of blood. 

In the analysis of the pericardial fluid and the blood the following 
methods were employed. Sodium was determined by the Michael 
BAunt'^ method, potassium by the Kramer and Tisdali/^ method, 
magnesium by the Hammett and Adams'*^ method, chloride by the 
Rusznyak'^ method and sulphate by the Denis''^ method. For the 
determination of the calcium the Kramer and Tisdall method as 
modified by CLARK and CoLLlP*'^ was used. 

The percentage content of the water in pericardial fluid and in 
blood of Ostrea circumpicta PiLS. was found to be as follows; 


Pericardial fluid 96.38 

Blood 96.26 


The following results represent the content of each inorganic 
substance in 100 cc. The figures on pericardial fluid and blood are 
the average of the 11 estimations. The figures given in ( ) denote 
the corresponding values when the sodium was taken as 100. 

Fericaniial fluid. Blood. Sea water 7) 

Na 1.1099(100.00) 1 .1960(100.00) 1.1684(100.00) 

K 0.0854( 3.19) 0.0362( 3 0.0357( 3.07) 

contribution from the Marine Biological Station, Asamushi, Aomori*Ken, and 
the Biological Institute, TOhoku Imperial University, Sendai. 
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Pericardial fluid. 

Blood. 

Sea water 

Ca 

0.0416( 3.76) 

0.0426( 3.66) 

0.04S1( 3.70) 

Mg 

0.1.30S( 11.74) 

0.1630( 12.79) 

0.1873( 11.80) 

Cl 

1.9520(176.90) 

2.1060(176.09) 

1.9428(166.99) 

SO4 

0.2673( 24.09) 

0.2821 ( 23.60) 

0.2627( 22.68) 


It will be observed that both the blood and the pericardial fluid 
show the closest similarity to, if not being identical with, the sea 
water ; which leads me to suppose that the blood and the pericardial 
fluid have nearly the same saline composition as the water in which 
they live. As far as the analysis shows, the amount of inorganic 
matter contained in the blood is somewhat greater than that of the 
pericardial fluid, especially in the content of magnesium when sodium 
is taken as 100. 

Recently Okazaki and KoizUMr^ determined the inorganic matter 
in the body fluid of Caudina chilensis and found the following rela- 
tions : 

Na 100; K 3.43; Ca 3.4:4; Mg 10.00; Cl 175.00. 

We notice then that the body fluid of Caudina is essentially the 
sea water where they are living, and consequently it also very closely 
resembles that of the oysters studied by me. However, we notice a 
conspicuous difference between the blood of the oyster and the body 
fluid of Caudina with respect to the percentage content of magnesium. 
In the oyster blood the content of magnesium is 12.799^ while that 
in the body fluid of Caudina is only 10 9^, and is less than that given 
by the pericardial fluid of the oyster, in which it is 11.74 9^. 

Whether or not this difference shown above is a real one, or is 
due to difference in the methods used, needs further studies; but at 
any rate we note this difference with interest, considering the fact 
that Caudina is sand dweller while the oyster lives in the open sea. 

I’he follwing table shows the results of chemical analysis of the 
blood made by A. B. Griffiths sodium being taken as 100. 


Species | 

Na 

K 

Ca 

Mg 

Cl 

SO4 

Pecten 

100 

12. .36 

8.07 

3.30 

116.00 

10.38 

Mytilus edults 

100 

12.22 

8.17 

3.44 

116.46 

10.22 

Mya 

100 

12.41 

7.80 

3.41 

114.70 

10.09 
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As the table shows, the percentage composition of inorganic matter 
shown by the three species is very similar in each case, in spite of 
the fact these belong to widely different molluscan genera. However 
these data differ considerably from those of the present writer on the 
oyster. 

In 1920 Myers determined some inorganic constituents in the 
blood of Schizotherus Nuttalli and found 3.19 g. of NaCl and 197 mg. 
of CaO and also in Saxidomtis Nuttalli found 307 mg. of CaO. These 
values just quoted are compared with mine, taking sodium as 100 
in all cases, and are given below. 


Species 

Na 

Cl 1 

Ca 

Schizotherus Nuttalli 

1.24(100) 1 

1.96 (167) 

0.138(11.11) 

Saxidomus Nuttalli 

! 

— 

0.22 

Ostrea circumpicta 

1.19(100) 

2.106(176) 

0.042( .3.55) 


From the above we find that the values of sodium and chlorine 
are rather close, but calcium in the oyster is only one third that given 
by the two other species. Regarding the high variability in calcium 
there is an interesting observation of Collip*'^ on the coelomic fluid 
in Mya arenarta and Cardium corbis. Colli p found that when these 
molluscs are exposed to the atmosphere or when they are kept in 
distilled water the amount of calcium shows considerable increase. 
Although magnesium also shows an increase under similar treatment, 
it is very slight when compared with that of calcium. I have shown 
some typical examples given by Coixip in the following table. 


Species 

Ca per 
100 cc. 

Mg per 1 
1 00 cc. 1 

Remarks 

j 

Mya arenarta 

mg. 

1 ,15.4 

mu. 

49.0 

1 • 

1 Fresh. Kept some days in floating carriage 
off landing stage. 


92.0 

79.0 

24 hours in air at temperature of sea water. 


186.0 

82.0 

48 u 


220.0 

— 

I 72 ,• 


240.0 

90,0 

1 76 •, M 

Cardium corbia 

48.0 

100.8 1 

1 Fresh from sand beach. 


98.0 

100.6 1 

j Kept 20 hours in air in laboratory. 
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As was mentioned, magnesium increases only very slightly but the 
calcium increases considerably, as the result of exposing the animals 
to the air. Whether or not the high calcium values obtained by 
Myers can be interpreted from the results of Coi.up’s investigation 
is difficult to decide. 

Quinton**^ noted that when Ostrea edulis was kept in diluted sea 
water (NaCl content=2.37 g.) for three hours NaCl concentration in 
the blood shows corresponding decrease. 

The differences found by various investigators in the composition 
of various body fluids may either be due to the difference of species 
employed or to the different analytical method employed. For a de- 
finite statement, however, wc' must await future investigation. 
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On Some Phy8ico*chemical Properties of the Pericardial 
Fluid and of the Blood of the Japanese Oyster, 
Ostrea circumpicta PiLS., with Reference 
to the Change of milieu exterieur.'* 

By 

Masayasu Yazaki. 

(The Biological Institute, the T 6 hoku Im|>erial University, Sendai, Japan). 

Up to the present time several observers have examined some 
physico-chemical properties of the blood in Mollusca and in other 
invertebrates, but with regard to the pericardial fluid apparently no 
work has been published, as for as I am aware. 

For this reason just stated, I have undertaken, at the suggestion 
of Prof. Dr. S. Hatai and A.ssist. Prof. K. Okazaki, the present 
work on the physico-chemical properties of the pericardial fluid and of 
the blood of the Japanese oyster, Ostrea circumpicta P11.S. 

METHODS. 

To obtain the pericardial fluid the pericardium was carefully ex- 
posed and then its membrane was pierced with a pin, huiving the 
heart uninjured, and then the fluid was removed by means of a glass 
pipette. 

The blood was collected directly from the heart also with a glass 
pipette after the pericardial fluid was taken. 1’he fluids thus obtained 
were used for the purpose of the physico-i'hemical analysis in as fresh 
condition as possible. 

Although in the case of the blood a single specimen was sufficient 
for single measurement, five or more specimens were usually ni'ces.sary 
for the pericardial fluid. 

The adult oysters used in this study were in a healthy condition. 

The specific gravity was determined by means of the 0.sTWAi.n 

*A contribution from the Marine Biological Station, Asamunhi, Aomori-Ken and 
the Biological Inatitute, the Tbhoku Imperial University, .Sendai, Jaiian. 
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modification of the Sprengel pyknometer. 

The specific conductivity was determined by the Wheatstone 
bridge method. 

The freezing point depression was determined by the Beckmann 
thermometer. 

The surface tension was determined by the Traube’s Stalagmometer. 

The viscosity was determined by the Determann’s viscosimeter. 

The amount of NaCl contained in the fluids was determined by 
the Rusznyak’s method (1921). 

COMPARISON BETWEEN THE GENERAL PROPERTIES OF THE 
PERICARDIAL FLUID AND OF THE BLOOD. 

The amount of fluid contained in the pericardium of the normal 
individual fluctuates widely, ranging from 0.3 to 0.7 cc., but in the 
majority of cases it lies between 0.4 and 0.5 cc.. 1 have never found 
in my experience the refilling of the pericardium after the fluid has 
once been removed, oven when hours and indeed in some instances 3 
days elapsed. The blood obtainable from a single oyster varies from 
4 to 7 cc.. 

The pericardial fluid is perfectly transparent and free from corpus- 
cles, while the blood is somewhat opalescent, and the plasm, which 
was obtained after removing the corpuscles, exhibits the same colour 
as the blood. Sometimes, the blood is tinted with a faint yellowish 
green colour, but appears somewhat yellowish by transmitted light, 
and bluish by reflected light, just as Drew (1910) found on the blood 
of Cardium. On the other hand the pericardial fluid shows no altera- 
tion in its coloration even when the blood colour is yellow. 

The reaction of both the pericardial fluid and the blood is neutral 
to litmus. The blood gives the strong protein reactions, such as the 
Biuret reactions and strong Miixon’s reactions, while the pericardial 
fluid shows only the faintest reaction. Drew (1910) studied some 
proteid reactions and other properties of the blood of Lamellibranch, 
but no researches were made on the pericardial fluid. 

On heating the blood gradually up to 72*.8-73".7C., the cloudiness 
gradually deepens and then the precipitates are also formed gradually. 
The precipitates thus formed are identified as a protein, from positive 
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reactbns shown by the various protein tests. This protein just men- 
tioned is soluble in both acids and alkalies, and is reprecipitated on 
neutralisation. On the other hand, the pericardial fluid exhibits a 
faintly cloudy appearance on heating to 72“.3-7^T.6C. Cuenot (1891) 
states in his paper on the blood proteins of several species of Mollusca 
that “un albuminoide. . . .precipitable par Talcool et les acides, coa- 
gulable par la chaleur a 74 degres environ ”, but nothing was mentioned 
in regard to the pericardial fluid. 

SPECIFIC GRAVITY. 

Many investigators agree that the specific gravity of the blood of 
marine Invertebrates very closely resembles that of the sea water, 
showing that the former is in equilibrium with the latter, and, there- 
fore, the concentration of the blood and other coelomic fluids will be 
altered by the change of the sea water until a new equilibrium is set 
up. It must be stated in this connection that comparatively few 
observations have been made on Molluscs. 

The blood specific gravity of a gastropod, Aplysia limacina is 
1.029, while that of the sea water is 1.029-1.037 (Boitazzi, cited after 
Quagliariello 1925). 

In Lamellibranchiata, Paladino (1909) showed that the blood 
specific gravity of Cardita sulcata is 1.030, but no report is given 
concerning the sea water in which it lives. 

In the oyster, I have found that the specific gravity of the peri- 
cardial fluid ranged from 1.022 to 1.024 and the blood from 1.023 to 
1.028, while the sea water where the oysters live gave from 1.022 to 
1.024. In some specimens, however, the value of the specific gravity 
of the fluids was shown beyond the limits just given above. 

The values of the specific gravity for both pericardial fluid and 
blood of the oysters collected during the spring season are given in 
Table 1. 

If we compare these data with those given in Table 2, which were 
obtained during the hot summer season, it will be noted that the 
specific gravity of the body fluids tends to be slightly higher in the 
summer season than in the spring. 

In Table 2 are given the data obtained from the oysters collected 
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TABLE 1. 

(Spring specimens) 


No. of 

I 

No. of deter- 1 

Specific gravity 

oysters 

minations | 

Pericardial fluid 

Blood 

35 

fi ! 

1.022 

1.023-1.026 

95 

74 1 

1.023 

1.026-1.027 

76 

54 1 

1.024 

1.025-1.028 

Average . • 


1.028 

1.026 

late in August. 

'fhe specific gravity of sea water was found to be 

1.023-1.025, 





TABLE 

2. 


(Summer specimens) 



No. of 

No. of deter- | 

Specific gravity 

oysters 

minations 

1 

Pericardial fluid 

Blood 

45 

17 

1.022 

! 1.025-1.026 

60 

.11 ! 

1.02.1 

) J. 025-1. 027 

85 

49 

1.024 

1.026-1.028 

145 

i 63 

1.026 

1.026-1.0.10 

15 

• 12 

1.026 

i 1.028-1.029 

Average 


1.024 

1.028 


From Tables 1 and 2, wo find that higher specific gravity of the 
sea water is associated with correspondingly higher specific gravity of 
the pericardial fluid and of the blood, and specific gravity of the 
pericardial fluid is always lower than that of the blood. This differ- 
ence between the pericardial fluid and the blood is about 0.003. 

If the oysters are kept in highly diluted sea water in which the 
specific gravity is correspondingly decreased, we find marked alteration 
in the specific gravity of both pericardial fluid and blood. 

Fredericq (1885) found that the specific gravity of marine 
Crustacean blood varies similarly with that of the sea water. 

Garrey (1905) found that when some lower marine Invertebrates 
were kept in diluted sea water the bodies were swollen and the 
concentration of the blood became low. 

Dakin (1908) found that when some marine Invertebrates are 






PHYSICO-CHEMICAL PROPERTIES OF BLOOD, ETC. 


289 


placed in fresh water the body weight increased, but he did not 
determine the amount of body fluid contained. 

I have also studied the influence of the diluted sea water (specific 
gravity 1.010-1.012) on the pericardial fluid and on the blood of the 
oysters, and the results of observations are given in Table 3 and 
Fig. 1. 


TABLE 3. 


No. of 
oysters 

No. of deter- 
minations 

Days of immer- 
sion in dil. 
sea water 

Specific gravity 

Pericardial fluid ! Blood 

15 

6 

0 

1.024 

1.029 


0 

1 

1.024 I 

1.028 


0 

2 

1.024 

1.026 


9 

3 

1.023 1 

1.024 

20 

n 

4 

1.021 

1.020 

»• 

1 11 


1.020 j 

1.019 

•f 

11 

6 ! 

1.019 1 

1.018 

»» 

11 

7 

1.016 

1.018 

It 

9 

8 

1.014 1 

1.017 

II 

9 

9 

! 1.014 1 

1.017 

t» 

9 

10 

1 1.013 ! 

1.016 

II 

9 

11 

1.012 i 

1.016 

II 

9 

1 

1 1 .011 

1.015 


If the oysters are kept for 4 or 5 days in ^ diluted sea water, the 
specific gravity of blood becomes much lower than that given by the 
pericardial fluid, due probably to quicker decreases of the former than 
the latter. However, several days later, we find on the contrary that 
the blood gives higher specific gravity when compared with that of 
the pericardial fluid. This phenomenon just stated was produced 
probably because the decrease in specific gravity of blood become 
progressively slower contrary to the continuous decrease of pericardial 
fluid at a more uniform rate. 

Beyond 4 or 5 days in the diluted sea water, the specific gravity 
of the blood becomes somewhat stationary, probably due to an 
existence of some regulative mechanism, as proposed by Hober (1902) 
in some teleosts, the precise nature of which is not yet known in 
Invertebrates. The existence of this regulative power just mentioned 
is highly probable as will be seen from the following experiments. 

When the oysters, which had been kept for 10 days in a diluted 
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Fig. 1 . Curve showing the change in the specific gravity of the pericardial 
fluid and of the blood of OUrea circumpicta. The ordinates represent the specific 
gravity of the fluids, dnd the abscissae represent number of days the oyster was 
kept in ) diluted sea water. 

sea water, were returned into the normal sea water, a recovery of 
specific gravity of the pericardial fluid and of the blood also takes 
place very much more rapidly than the decrease in specific gravity. 

Indeed, the specific gravity of the blood recovered its normality in 
from 10 to 13 hours or more, while in the pericardial fluid its re- 
covery was several hours later than in the blood. The results of this 
experiment are given in Table 4. 

This readjustment of the pericardial fluid and the blood to the 
normal sea water more rapidly than the adjustment to the diluted 
sea water seems to indicate the existence of some regulative mechanism 
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TABLE 4. 


No, of 
oysters 

No. of dete^ 
mination 

1 

Times of immer- 1 
aion in normal ; 
1 sea water | 

Specific gravity 

Pericardial fluid ! Blood 

10 

4 

Ohr. 

1.012 

1.016 

16 

0 

1.. 

1.012 i 

1.016 


9 

2„ 

1.012 

1.017 

20 

9 

! 8.. 

1.014 

1.018 


9 { 

4.. 

1.015 ! 

1.020 

16 

9 1 

6.. 

1 .016 I 

1.023 

tt 

9 


1.016 1 

1.024 

f 1 

9 

7.. 

1 1 .017 i 

1.024 

f 9 

9 

8.. 

1.018 

1.026 

$$ 

9 


j 1.019 ! 

1.026 

91 

9 

10.. 

1.020 1 

1.027 


9 

n.. 

1 1.022 1 

1.027 

99 

9 

12., 

1 1.022 t 

1.027 

• 9 

9 

1 18.. 

1 1.023 1 

1.028 


in the body of the oyster. If such mechanism were wanting, the 
much slower decrease in specific gravity in the diluted sea water and 
such a rapid recovery in the normal sea water would be difficult to 
explain. 


THE OSMOTIC PRESSURE OF THE PERICARDIAL 
FLUID AND OF THE BLOOD. 

In 1871, Bert first found the osmotic relations existing between 
the body fluid and the surrounding water in several Invertebrates 
(Ecrevisse, Cyclopes, Corethra plumkomisy Chironanus etc.). Since 
that time the body fluids of a number of Invertebrates were tested in 
regard to the osmotic relation by numerous investigators. But, their 
observations were limited to the blood and thus no progress in this 
regard was made on the pericardial fluid. 

In this matter, Rodier (1900) was probably the first to investigate 
the osmotic relations between the blood and pericardial fluid of the 
Selachians. 

In Teleosts (Cydoptertis lumpus), Dakin (1908) has shown that 
the pericardial fluid has its own equilibrium, the freezing point being 
a little lower than that of the blood. 

Bottazzi (1897) studied the blood of several marine Invertebrates, 
and found that in many marine Invertebrates the freezing point of 
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the blood lies between -2.195 and -2.36“C. while that of the sea 
water lies similarly between -2.195 and -2.36’C., showing that the 
osmotic pressure of blood varies with that of the sea water. These 
observations of Bottazzi have also been proved by Fr^dericq (1904) 
to hold good in the case of Crustacea, 

In 1904-1905, Garrey obtained very similar results from the 
studies of some Molluscan blood, and reported that “the blood or 
body fluid of a marine Invertebrate has the same freezing point as 
the sea water from which it is taken, no variation of more than two 
hundredths (0.02“C) of the degree being found”. 

Dakin (1909) found that in the blood of Pecten, the freezing 


TABLE 6. 


No. of 

No. of 

determi' 

nationn 

Pericardial 

Blood 

Sea water 

Difference 

Difference 

exp. 

oysters 

fluid A 

A' 

A" 

A'- A 

A"-A' 

1 

15 

9 

1.975 

1.998 

2.001 

0.028 

0.003 

2 


9 

69 

63 

1.990 

-0.006 

0.027 

3 


9 

7 

84 

1 

0.017 

0.007 

4 


9 

4 

18 

65 

-0.046 

0.047 

5 

If 

9 

58 

97 

85 

0.089 

0.012 

6 


9 

38 

4 

2.005 

0.066 

0.011 



9 

5 

77 

1.954 

0.042 

-4). 028 

8 


9 

4 

«6 

91 

0.031 

0.026 

9 


9 

28 

5 

85 

0.0.76 

0.020 

10 


9 

7 

54 

76 

0.027 

0.022 

11 

ft 

9 

5 

6 

81 

0.081 

0.025 

12 


9 

3 

71 

71 

0.048 

0.000 

13 


9 

18 

67 

88 

0.049 

0.016 

14 


9 

2 

51 

6 

0.089 

0.035 

15 

ti 

9 

08 

43 

5 

0.085' 

0.042 

16 

ff 

9 

5 

23 

68 

0.018 

1 0.045 

17 

It 

9 

4 

87 


0.033 

0.027 

18 

ft 

9 

3 

52 

! 86 

0.049 

0.034 

19 

If 

9 

1 

22 

67 ! 

0.021 

0.045 

20 

If 

9 

1.894 

51 

88 

0.057 

0.037 

21 

It 

9 

0 

22 

2.008 1 

0.032 

0.086 

22 

II 

9 

66 

1.896 

1.973 

0.030 

0.077 

28 

If 

9 

2 

920 

82 1 

0.058 

0.062 

24 

*t 

9 

57 

884 

8 

0.027 

0.104 

25 

If 

9 

4 

900 

75 

0.046 

0.075 

26 

II 

9 

45 

6 

4 

0.061 

0.068 

27 

If 

9 

. 2 

1 

1.877 

0.059 

-0.004 

Range 


1.842’- 

1.975 

1.884-- 

1.998 

1.897- 

2.008 



Average 


1.918 

1.947 

1.979 

0.034 

0.032 
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point is sometimes higher and sometimes lower than that of the 
sea water. 

In 1914, Monti carried out a number of experiments on the 
osmotic pressure of blood of Ostrea edulis and Mytilns, etc. compared 
with the surrounding media, and found that the freezing point of the 
blood is much higher than that of surrounding sea water in Ostrea as 
well as in Mytilus. 

In the Japanease oyster, on the contrary, the osmotic pressure of 
blood is generally higher than that of the pericardial fluid, and is 
usually lower than that of the sea water, indicating that both the 
pericardial fluid and the blood show a varying osmotic equilibrium 
with its surn)undings, independently to each other, and therefore the 
two kinds of fluids are not in a state of osmotic equality with each 
other (Table 5). 

It is evident from the table that the pericardial fluid and blood 

differ in their respective freezing point; -1.842 1.975 in pericardial 

fluid and -1,884 1.998 in blood, while the sea water of the aquarium 

in which the animals were kept freezes at -1.897 2.008. From 

these numerical relations we find that the freezing point of pericardial 
fluid is 0,034'* higher than that of the blood, and the d of blood 
is 0.032“ less than that of the sea water, though a reverse relation 
often occurs, as is shown by the oysters in experiments Nos. 2, 4, 7 
and 27. Summarizing the above statements, the pericardial fluid of 
the oyster has its own equilibrium just as in the case of Tol€H)sts, and 

the difference, though small, is present between the pericardial fluid 

and the blood, both of which are only separated by the thin mem- 
branes of the heart. 

When the oysters were kept in diluted sea water, the blood 

osmotic pressure fell rapidly for about 5 days, and remained rather 

stationary up to 16th or l?th day, then was followed by another rapid 
fall (Fig. 2). This stationary period between about 5th and 17th days 
may be considered as indicating a maximal ability to regulate the 
osmotic pressure of the animal kept in a diluted sea water. This 
conclusion just given is based on a large number of data obtained 
from numerous other marine Invertebrates besides the oysters, which 
data will be given in another paper. 

As was mentioned above, at the end of the stationary period a 
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TABLE 6. 


No. of 

No. of deter- 

bays of immer- 
sion in dil. 
sea water 

Pericardial 

Blood 

oysters 

mi nations 

fluid A 

A 

25 

9 

0 

1.960 

1.972 

25 

9 

1 day 

1.948 

1.880 

26 

9 

2 days 

i.8;m 

1.865 

27 

10 

n 

1.726 

1.860 

25 

9 

4 .. 

1.662 

1.532 

25 

9 

5 .. 

1.524 

1.617 

25 

10 

6 M 

1.480 

1.450 

25 

10 

7 .. 

1.424 

1.424 

26 

9 

8 

1.391 

1.420 

26 

10 

9 „ 

1.346 

1.418 

25 

9 

10 

1.302 

1.415 

25 

9 1 

11 » 

1.270 

1 1.401 

25 

9 

12 .. 

1.229 

i 1.898 

25 

9 

13 M 

1.200 

i 1.886 

25 

9 

14 „ 

1.191 

' 1.880 

26 

10 

16 M 

1.189 

1 1.878 

25 i 

10 

16 „ 

1.180 

1 1..870 

26 

10 

17 „ 

1.146 

j 1.885 

25 

1 9 

18 

1.080 

1 1.281 

26 1 

9 

19 „ 

1.072 

! 1.164 

25 I 

! ^ 

20 „ 

1.062 

1 1.078 

26 ! 

! 9 

21 

1.048 

, 1.060* 

26 

i 9 

22 „ 

1.044 

' 1,041 

25 

1 « 

23 

1.040 

! 1.034 



Fig. 2. The osmotic* relation between the pericardial fluid and the blood 
of the oysters kept in diluted sea water (A *^0.895). The immersion time in 
days are plotted as the abscissae, and the depression of freezing points (^) as 
the ordinates. 
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rapid decrease was shown. 

On the other hand, the osmotic pressure of pericardial fluid shows 
gradual but steady decrease from the beginning to the end of the 
experiment, and such a stationary period as shown by the osmotic 
pressure of the blood is not shown owing probably to the less pi-otec- 
tive ability of the pericardium against the changed environments. 'Fho 
data of the experiments are given in Table 6 and Fig. 2. 

THE QUANTITY OF Na(1 CONTAINED IN THE PERICARDIAL 
FLUID AND IN THE BLOOD. 

The (juantity of NaCl contained in the blood of the oyster is 
intimately related to the external media. Some investigators claim 
that the chlorine value found in the blood of the oyster is high(‘r 
than that of the sea water, while others found it less than that of the 
sea water. But concerning the pericardial fluid nothing was done so 
far as I am aware. Many investigators attempted to determine the 
relation of the salt contents of the* blood to that of the sea water. 

CUENOT (1891) has estimated the total salts in th(' blood of a 
number of marine Invertebrates in comparison with the sea water, and 
found that they w(Te slightly k'ss than those of the sea water in which 
the animals live. 

Quinton (1900) found that the amount of NaCl contaim^d in the 
blood of Osterea edulis is much less than that contained in the 
surrounding sea water, and, furthermore, that if the oysters are kept in 
diluted sea water, which contains 23.7 grms. of NaCl per 1000 cc., the 
salt contents of th(' blood becomes 23.1 grms. after 3 hours; and he 
extended similar studies to other Invertebrates, but did not determine 
the salt-content of other body fluids. 

Fkedericq (1904) states that the blood and fluids contained in the 
body cavity, coelom, or haemocoel, of some marine invertebrates show 
almost the same percentage of salts as that of sea water, but nothing 
was mentioned about the oysters. 

Drew (1910) states that the chlorine value of Lamellibranch blood 
is slightly higher than that of the sea walii. 

Monti (1914) states that the blood of Ostrea edulis has a higher 
concentration of salts than the sea water. 
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In oMer to compare accurately the quantity of NaCl contained in 
blood or pericardial fluid with that of the sea water, the animals 
under examination must be kept in the same conditions of sea water 
befor the samples are collected. Keeping this point in mind, I carried 
out my experiment with the oysters. That is, the oysters, which were 
kei)t for 24 hours in the normal sea water, which contained about 
30.frl-31.87 grms. of NaCl per liter, were transferred into slightly 
diluted sea water, which contained about 26.47-27.83 grms. of NaCl 
per liter, for 3 hours. Under such circumstances it is shown that in 
the oysters, kept in the normal sea water, the amount of NaCl of 
the blood and of the pericardial fluid is less than that of the sea water, 
while in the oysters kept in slightly diluted sea water, it is greater 
than that of the sea water. Following results will give the above 
relation in detail (Tables 7 and 8). 


TABLE 7. 

The oysters were kept in the normal sea water for 24 hrs. 


No. of 
oystei s 

1 

No. of deter- 
minations 

Pericardial fluid 

NaCl in 1000 cc. 

Blood j 

Sea water 

15 


30.47 K. 

3I.12g. 1 

31.67 g. 

16 

1 6 

29.59 

30.61 1 

30.42 

16 

6 

29.34 

29.89 1 

.30.64 

16 

6 j 

29.25 

30.62 1 

.31.08 

16 

6 1 

1 

28.48 

29.41 

30.86 


TABLE 8. 

The oysters were kept in the normal sea water for 24 hrs., 
then in diluted sea water for 3 hrs. 


No. of 

i 

i No. of deter- 


NaCl in 1000 cc. 


oysters 

j minations 

Pericardial fluid 

Blood 

Sea water 

16 

6 

30.76g. 

29.06g- 

26.68 k- 

16 

6 

29.86 

28.36 

27.68 

16 

6 

29.03 

28.62 

27.14 

16 

6 

28.91 

28.18 

26.47 

16 

6 

28.62 

28.27 

27.83 
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The above experiment shows that NaCl content in the body fluids 
can be altered by slightly diluting the sea water, and such d('gree of 
dilution may readily occur in the sea is not at all improbabh'. The 
different results obtained by the different investigators as to the NaCl 
content of the body fluids of various marine invertebrates might mcTely 
mean that the animals at the time of examination were living in sea 
water of various degrees of dilution. 

The normal range of variation of NaCl in whole blood is from 
27 to 31 grms. per liter, and in the pericardial fluid from 27 to 29 grms. 
per liter, while in the sea water from 29 to 31 grms. per litcT. 

PAR'ITAL OSMOTIC PRESSURE EXERTED BY SODIUM CHLORIDE. 

The object of the following experiment is to determine whether 
there is any significantly greater variation in the freezing point depres- 
sion according to individuals, when kept under the same physiological 
conditions, while the individual variation can be minimiz(*d ; or further, 
whether the above relations are also shown in NaCl contained in the 
peric.ardial fluid and in the blood. 

The analysis of the sea water of Mutsu bay, in which the oysters 
were collected, gave NaCl content to be about 29.00-30.57 grms. per 
litcT and its freezing point was found to be from - 1.961° to 1.989°C. 
(mid point of range, 1.980°C.). The concentration of NaCl in terms 
of a gram-molecule will be 1.049 to 1.063; therefore from the above 
the osmotic pressure at the temperature of 0°C. should be about from 
23 to 24 atmospheres. 

In order to simplify the experiments, the writer, first of all, collected 
only those materials where the freezing point showed nearly identical 
values with each other and with that of the sea water, and a comparsion 
was made on the freezing point of the pericardial fluid with that of 
the blood in the same individual. Individual variation in the difference 
between the freezing points of the pericardial fluid and the bl<K7d 
fluctuated for a considerable range ; in some samples the difference 
is 0.040°, while in the others it is 0.092. There are few cases the 
difference exceeds 0.100 degree. Most the readings, however, 
varied between 0.05 and 0.06. 

It will also be seen from the Tables 9 and 10 that the similar 
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relation as just mt^ntioned exists in the variation of the calculated 
values of the part of the depression of freezing point caused by 
sodium chloride in the blood and the pericardial fluid. 

I'he results are given in Tables 9 and 10. The value of d given 
in the tables is the mean of three readings of closer values, and the 
quantity of NaCl is the mean of at least three determinations. 


TABLE 9. 


No. of i 
exp. 1 

No. of 
oysters 

1 No. of 

1 determi- 

1 nations 

1 _ _ 

Perieardial 
fluid A 

j 

i Amount of 

I NaCI 1 

j (grs. per j 
1 liter) 

NnCl 

A' 

i Calculated ^ 

A'lA 

1 1 

15 

6 

1.943 

I 28.63 

1.804 1 

0.92 

o 1 

15 

0 1 

1.942 

28.07 

1.768 i 

0.91 

3 ! 

15 

6 

1.927 

28.23 

1.778 

0.92 

4 1 

10 

1 3 

1.920 

28.76 

1.811 

0.94 

6 1 

10 1 

1 3 

1.912 

28.48 1 

1.794 

0.9.3 

6 ! 

10 

3 

1.908 

28.16 

1.774 

0.92 

7 i 

10 ' 

3 

1 .907 

28.62 

1.803 

0.94 

8 i 

10 1 

3 

1.903 

28.65 

1.799 

0.94 

9 ' 

10 

3 

1.889 

27.68 

1 1.738 j 

1 0.92 

10 1 

10 

1 

1.885 

28.41 

1 1.790 

; 0.96 

11 1 

10 

3 

1.884 i 

27.81 

1.762 ; 

1 0.92 

12 : 

10 

3 

1.883 

1 27.16 

1 1.711 

! 0.90 

13 ! 

10 1 

1 3 

1 1.868 

t 27.04 

! 1.704 

0.91 

14 1 

10 

3 

1.852 

28.41 

1.790 j 

0.97 

15 1 

10 1 

3 

1.851 

28.66 

1.799 I 

0.97 

16 1 

10 ! 

3 

1.850 

28.00 

1.764 

0.06 

17 ' 

10 

i 3 

1.846 

27.27 

1.718 

0.9.3 

18 

10 

3 

1.840 ; 

28.. 34 

1.786 i 

0.97 

19 i 

15 

O 

1.814 1 

27.49 ! 

1.732 1 

0.06 

20 ! 

10 

3 

! 1.810 

27.77 1 

1 

1 1.760 i 

0.91 

Average 



1.882 

28.07 

1.768 

0.94 


The blood of marine Invertebrates is generally cx)nsidered to have 
a freezing point which is closely similar to that of the sea water, but 
so far as my experiments go, this statement does not seem to hold 
so strictly as is generally believed at least in the oyster. 

In fact, there is a significant difference between the two, showing 
a difference of three hundredths (0.035*C.) of a degree in J corres- 
ponding to an osmotic pressure of about 0.42 atmospheres at ifC. in 
favor of the sea water. 

In the pericardial fluid, on the other hand, as will be seen from 
the above figures, the J is about six hundredths (O.OOST.) of a degree 
smaller than in the blood, and this would correspond to a difference 
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of osmotic pressure of approximately 0.75 atmospheres at 0°C. If the 
pericardial fluid is compared with the sea water, the differen<-e of the 
two would be about 0.098 in which would correspond to 1.17 
atmospheres at 0°C. in the osmotic pressure. 

Furthermore a certain chemical difference is shown between the 
pericardial fluid and the blood; the amount of NaCI in the former 
ranges from 27.04 to 28.75 grms. per liter, while in the latter it is 
from 27.76 to 30.50 grms. Since the maximum content of Na^l in 
the pericardial fluid is 28.75 grams., and in the blood it is .30.,50 grams, 
we would obtain, between the two, the difference of 0.1 ITC. in J 
and al)out 1.33 atmospheres at 0°C. in the osmotic pressure. 

Thus the quantity of NaCl contained in the pericardial fluid and 
in the blood is different. In the tables, J represents the depression 
of freezing point of the blood or the pericardial fluid, and J' part of 
the depression to be caused by sodium chloride calculated from the 
amounts of the latter in these fluids. For the pericardial fluid wc 
find the ratio J'IJ=0.94, while for the blood we find the ratit> 
J7J=0.93. 


TABLE 10. 


No. of 
exp. 

Blood 

A 

Amount of 
NaCI (grs. 
per liter) 

NaCI y 
calculated 

y/^ 

1 

1.983 

.30.06 

1.893 

0.96 

2 

1 1.984 

28.74 

1.810 : 

0.91 

2 

1.966 1 

1 29.72 

* 1.872 

0.96 

4 

1.970 I 

i 29.66 

i 1.868 

0.94 

5 

1.946 , 

1 29.24 

1.842 

0.96 

6 

1.971 1 

j 29.81 

1 1.878 

0.96 

7 

1.964 1 

1 29.96 

1 1.887 1 

0.96 

8 

: 1.972 1 

1 .30.60 

i 1.922 

0.97 

9 

1.961 

! 28.40 

1 1.789 

0.92 

10 

i 1.963 

29.37 

1 1.860 

0.94 

11 

j 1.942 

1 28.46 

, 1.793 

0.92 

12 

1.937 

27.91 

1.758 

0.90 

18 

1.960 

29.42 

1.863 

0.95 

14 

1.924 

27.76 

1.749 

0.90 

16 

1.917 

29.62 

1.866 

0.97 

16 

1.918 I 

29.70 

1.871 

0.97 

17 

1.916 ! 

28.91 

1.821 

0.96 

18 

1.902 1 

29.67 

1.863 

0.98 

19 

1.906 1 

28.48 

1.794 

0.94 

20 

1.926 1 

28.86 

1.818 ' 

0.94 

Average 

1.946 

28.71 1 

1.809 ' 

0.93 
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From the above, it may be said that 94?^ of the osmotic pressure 
of the pericardial fluid is exerted by sodium chloride, and hence the 
latter makes up 94^6 of osmotic concentration of the substances in 
the fluid. Similarly, the sodium chloride exerted 93 9^ of the total 
osmotic pressure and makes up 93 9^ of the osmotic concentration of 
the substances in the blood. 

Duvai. (1928) reported that the NaCl in blood of Buccinum un- 
datum (marine Gastropoda) is responsible to 95 per 100 of- the osmotic 
pressure of the blood. His results in general accords with mine. 

The results of my own researches show that the pericardial fluid 
of the oyster is not exactly isotonic with the blood, since its freezing 
point is higher than that of the blood (Tables 9 and 10). 

INFLUENCE OK VARIOU.S (mADES OF DILUTION OF 
SEA WATER ON ELECTRICAL CONDUCTIVITY. 

Bottazzi (1905) studied the specific electrical conductivity and the 
freezing point of the blood in marine Invertebrates of several phyla, 
compared with those <)f .sea water. 

In the pre.sent investigation the writer has also determined the 
electrical conductivity of blood of several species with special reference 
to that of the oyster. 

Determinations were made during the months of August and 
September. The animals after collection were kept in a large tub 
filled with sea water for one day before being used, in order to 
prevent the changes of salinity of sea water, though its gas content 
showed usually 4-f) per cent increase during the course of experiment, 
which however influences the result very slightly. The water tem- 
perature of the tub varied between 19°C. and 22°C. 

I have attempted to determine whether or not the electrial con- 
ductivity of blood and that of sea water show any causal connection. 
As far as my observations went the existence of such relationship 
seemed highly probable, but for any definite statement a further 
accumulation of data is required. 1 have determined the electrical 
conductivity of blood and of the pericardial fluid of marine Invertebrates 
in comparison with sea water. The observations show that the elect- 
rical conductivity of the blood varies regularly with that of the sur- 
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rounding sea water as will be seen from Table 11 when^ a ratio k/k' 
(k=: specific conductivity of blood, k'= specific conductivity of sea water) 
and a ratio djd' (J= depression of freezing point of blood, J'— de- 
pression of freezing point of sea water) are given. 



TABLK 

: 11 . 





Group 1 Species 

Blood ! 

1 

i ' K(26’Co.lO», 

Sea water ! 

t 

K'(25“C.).10«! 

VA'Wk' 

1 

: ^ .*K( 2 rc.).i 0 ft 


‘K^( 2 rC.).Wi 

1 


Coelen- j Anthopleura xanthogram- 
terata | mica 

i 

i 1.967 1 

48162 j 

1 .996 ' 

49513 j 

. 980 !. 97.3 

; Cavernulana haheren 

1.989 : 

48924 

1.996 ' 

49844 

1 

.997 

.982 

Crihrina artemisin 

1.1)41 ' 

48B.36 1 

1.995 

4961.3 1 

.973 

.980 

1 Daciylametra pacifica 

h.970 i 

47941 

1.978 ' 

49675 1 

I 

.996 

.967 

Gephyr.' Sipunculus nudus*^ 

2.265^ 

61200* 

2.274* 

64700* j 

.996 

.936 

Poly- * Aphrodite aculeata* 

2.269- 

61700* 

:2.274* 

64700* ' 

.993 

1.945 

ebaeta^ ylreniWa cristata 

1.938 

47898 

1.980 ' 

49884 

.976 

1.960 

Kchino-' Asterina pectimfera 

1.974 ' 

48205 

1.986 : 

606.37 

.994 

.962 

derma ^ chilensis 

1.884 ! 

47762 

1.893 , 

49924 

.995 

.956 

1 Ileliocidaris crassispina 

1.92I ■ 

I I 

48464 

1.960 ; 

49924 

.985 

.971 

* Holothuna Poh* 

2.299«»: 

60.300* 

2.360*1 

.66000 

.974 

.916 

, Stichoput japonirus 

1.980 i 

47681 

11.986 1 

49879 

.997 

.9.56 

1 

Gastro- 1 Aplysia Itmacina* 

2.317* 

48100* 

2. .360* 

56000» 

.981 

'.876 

j 

poda Aplyftia sp. 

1.923 , 

47644 

1.988 : 

49896 

.966 

.05.3 

! Doltum galea* 

'2.238- 

60200* 

2..360* 

64700* 

1.984 

.918 

Tugalta gigas 

1.964 1 

47897 

1.987 1 

49614 < 

1 

.988, 

|.905 

[.amelli-, Anadra inflata 

1.947 ' 

47946 

1.964 ' 

49866 

.996.961 

eWkta i A^®^*"^*** “P®* 

,1.954 

48129 

11.961 1 

49982 i 

.996 

1.963 

‘ Mytilus danker i 

;l.93l 

4761,3 ] 

[1.982 : 

498.38 

.974 

.953 

j Ostrea circumpicta 

jl.941 . 

48134 

1.988 ' 

49866 

.976.967 

Cepha- 1 Octopus macropus* 
lopoda j vulgaris* 

;2.290- 

42200* 

2.360*' 

55000* 1 

l.970i.767 

'2.296* 

43800* 1 

2.360*; 

66000* ! 

1.973 

.796 

Crusta. 1 Mitella mitella 

,1.989 

47476 

1,994 ' 

49807 

.9971.96.3 


*Th<* data obtained by Bottazzi. 


From the above table, it will be seen that among the animals 
studied, all show without exception a lowei c»>nductivity of blood than 
that of sea watej*, and the conductivity ratio k/k' shows no considerable 
variation among the different species, giving a small range of .875- 
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.982, with the exception of Aplsia and Cephalopoda which have much 
lower values and of those Boitazzi already gave much lower values. 
We find the range of J/J' to be .96&“.997 without exception, and 
we further notice^ that when the ratio is compared with the 

conductivity ratio k/k', no definite relation is shown. However, in 
th(‘ oysters which were kept in the sea water of .] dilution the blood 
shows progressive decrease of conductivity in parallel to the depression 
of freezing point, and the same phenomenon is noted with that of the 
pericardial fluid. The data showing the relations found in the oysters 
are given in Table 12 and Fig. 3. 


tablp: 12. 

Effort of diluted »ca water upon blood and pericardial fluid. 


No. of 
oysters 

No. of 
determi- 
nations 

Days of 
• immersion 
\ in dil. sea 
water 

Pericardial 

fluid 

A 

Blood 

A 

Conductivity kC26'*C.) 

Pericardial , 
fluid j 

15 

9 

0 

‘ 1.948 

1.992 

486(>l Xl0-« 

4901.1x10-0 

20 

18 

1 day 

1.908 

1.880 

4820:5x 

47816X .. 

10 

20 

1 2 days 

1.850 

1.600 

41561 X „ 

.18649 X 

16 

21 

a .. 

. 1.681 

1.617 

S8462X „ 

.•56944 X .. 

16 

18 

4 

1.602 

1.601 

— 

— 

20 

21 


i 1.600 

1.470 

:!6224x „ 

.14746 X 

20 

21 

1 0 .. 

! 1..'184 

1.460 

.16046 X 

.T5211X „ 

26 

16 

7 „ 

; l.a?4 

1.420 

.•542.10 X „ 

.12600 X 

20 

V\ 

8 M 

I 1.227 

1.402 

.11 7.10 X „ 

.12408 X „ 

16 

10 

i 9 M 

1.212 

1.;i84 

29876 X .. 

.121 29 X 

20 

10 

10 „ 

: 1.150 . 

1 .;M9 

291 08 X .. 

.liJOll X „ 

20 

10 

11 

1.111 

i..aa7 

2S040X .. 

.11 876 X .. 

20 

10 

12 „ 

1.089 

1..a25 

27.162 X 

.11422 X .. 

16 

10 

1.*? M 

1 . 06 a 

l.ai7 

27.126 X .. 

.11 067 X .. 

16 

10 

1 14 .. 

i 1.061 

I..S10 

27281 X.. 

.10834 X 

16 

10 

! 16 

j i.ono ; 

l..a04 

26800 X „ 

i .104l:5X.. 

16 

' 10 

1 10 » 

1.025 1 

i.aoo 

26220X .. j 

.10246X 

15 

10 

17 „ 

- 0.986 ! 

1.280 

26834 X .. 

.1001 4 X .. 

16 

10 

' 18 

1 0.962 : 

1.199 

26.101 X „ 

28727 X „ 

15 

10 

i 19 „ 

' 0.924 , 

1.107 

2477.1 X ! 

26262 X „ 

16 

; 10 

20 .. 

0.904 , 

1.078 

24146X .. 

26(t38x .. 

16 

1 10 

21 

0.88a , 

0.92.a 

2.1766 X ., 

1 221 11 X., 


As already mentioned, the oyster is one of the poikilosmotic animals, 
hence the concentrations of the body fluids vary correspondingly with 
variously diluted sea water; consequently the decreasing of the con- 
ductivity is proportional to the dilution of sea water. As is shown 
in Fig. 3, when the oysters were kept in ^ diluted sea water for 5 
or 6 days the conductivity of both fluids reduced about to one third. 



Specific conductivity and freezing point depression 
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8. Curves of the conductivity und the freezing point depression of the 
pericardial fluid and the blood of the oysters in the diluted sea water (A -=-0.852, 
kifl-K *=28262 The immersion days are plotted as the abscissae, and the 

conductivity and the freezing point (?«) as the ordinates. 

and after this period the conductivity of the blood decreases slowly 
while that of thcj pericardial fluid decreases somewhat faster; con- 
sequently a great disparity in conductivity occurs between the two as 
the time advances. Since there exists a parallelism between the de- 
creasing of the conductivity and the depression of the fn'ezing point 
in both the pericardial fluid and in the blood, we can predict the 
change of the blood if the change of pericardial fluid is known and 
vice versa. 

THK RELATION BETWEEN VISCOSITY AND CONDLKriTVITY OF 
BLOOD OF SOME MARINE INVERTEBRATES. WITH SPECIAL 
REFERENCE TO THOSE OF PRRICARDIAI. FLUID 
AND BLOOD OF THE OYSTER. 

The discovery by Wiedemann in 1856 of the fact that viM'osity 
and conductivity are closely related, has aroused the deep interest of 
many investigators, and as a consequence a number of important 
results have been obtained since that time. In 1926 Kunitz pointed 
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out the existence of a closer relation between viscosity and osmotic 
pressure, and showed that the values for the amount of solute in 
solution obtained from viscosity measurements may be calculated from 
the osmotic pressure measurements. Moreover many valuable investi- 
gations on the viscosity have been performed by several authors, but 
the body fluids of marine Invertebrates still remain much to be studied. 

In 1909, Bottazzi determined both the viscosity and the conductivity 
of blood of some marine Molluscs, but nothing was mentioned on the 
relation between the two. 

Quaouariefxo (1925) reexamined Bottazzi’s data just mentioned, 
but likewise the relation existing between the two factors was untouched. 

I found that the product of viscosity and conductivity or v. k is 
nearly constant in the majority of cases examined (see Table 13) 
though its true physiological significance is not yet clear. 

The present writer undertook this observation with the hope not 
only to repeat some of the work of Boitazzi but to throw some light 
on the physiological meaning of v. k. The value of v. k obtained 
from various groups of Invertebrate is given in Table 13. 


TABLE 18. 


Group j 

Species 

k2r.»r 

Vli> c 1 

v.k 

1 

Coelenterata j 

Anthopleura xanthogrammica 

48162. 10--« 

1.274 j 

0.061 


Cavemularia haberen 

48924. M 

1.240 

1 0.061 

! 

j 

Dactylometra pacifica 

47941. „ 

1.266 

0.061 

Polyrhaeta | 

Arentcola cristfUa 

4789«. 

1.376 j 

0.066 

Echinoderma | Asterina pecHnifera 

48205. M 

1.320 j 

0.064 


Caudina chilenaia 

47762.,. 

1.422 

0.068 

i 

Heltoctdaria crussiapina \ 

i 48464... 

1.280 

0.062 


1 Stichopua japontcua 

47681. .. 1 

1.446 

0.069 

Gastropoda 

Aplyaia sp. 

47644. .. i 

1.361 

0.066 


Tugalia gigaa 

47897. .. 

1.366 

0.065 

Lamellibran- 

i Anadra infiata 

47946. ., 

1371 

0.066 

chiata 

Myttlua dunkeri 

47618. .. 

1 .323 

0.063 


Ostrea circumpicta 

48134. .. 

1.302 

0.063 


Pecten yesaoensis 

48672. .. 

1.422 

0.069 

Crustacea 

1 Mitella mitella 

47476. .. 

1.261 

0.060 
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As will be seen from Table 13 the values of v. k. obtained from 
the blood of several marine Invertebrates lie between the two narrow 
limits 0.060 and 0.069. 

In all the oysters examined the value of v. k or the product of 
conductivity and viscosity is slightly lower in the pericardial fluid than 
in the blood as will be seen from the following Table 14. 

TABLE 14. 


No. of 
oysters 


No. of i 
determi- ! 
nation | 


16 

15 

16 
20 



Pericardial fluid | Blood 



V1«P<‘ j 

V. k ! 

1 

V lire 1 

V. k 

47663. 10-« I 

1.273 ' 

0,062 i 

48668. 1(H‘ 

1.286 1 

0.062 

47666. „ { 

1.800 ! 

0.062 ' 

49073. „ i 

1.326 

0.063 

47820. „ 1 

1.280 ' 

0.061 i 

48134. „ i 

1.302 ' 

0.063 

48176. „ ' 

1.265 i 

0.060 i 

49624. 

1.280 

0.062 


The values of v. k of the pericardial fluid of the oysters, similarly 
to the blood, come very close to the values given in Table 13. 

This near constancy in the value of v. k suggests that the blood 
of the lower marine Invertebrates is essentially the same as to its 
properties as well as the conctmtration of electolytes contained. 

The body fluids are sometimes less viscous, and sometimes more 
viscous than the sea water in which the animals live. 

When the oysters were kept for 48 hours in sea water (relative 
viscosity 1.797) the blood became more viscous than the pericardial 
fluid (Table 15). 


TABLE 15. 


No. of oysters 

No. of deter- 
minations 

; Subject 

Relative viscosity 
(19'C) 


6 

1 Sea water 

1.797 

40 

6 

1 

Pericardial fluid 

1.674 


6 

Blood 1 

1.719 


When the oysters were transferred from the above sea water 
(v=t 1.797) and kept for 24 hours in other sea water having the rela- 
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tive visco^ty of 1.225 the blood became less viscous than the pericardial 
fluid (Table 16). 


TABLE 16. 


No. of oysters 

j No. of deter- 

minations 

1 

Subject 

1 

I Relative viacoaity 
[ (19^) 


6 

Sea water 

1.225 

40 

G 

Pericardial fluid j 

1.494 

1 

i e 

j Blood 

1.472 


On the contrary, after 48 hours in the above sea water (v== 1.225) 
the blood became more viscous than the pericardial fluid, but after 
this change the relative viscosity of the blood remained almost statio- 
nary as long as my observation lasted (about 4 days) (Table 17). 

TABLE 17. 


No. of oysters 

j No. of deter- 

1 minations 

I Subject 

i Relative viscosity 

: (19X) 


6 

Sea water 

1 1.226 

40 

6 

j Pericardial fluid 

i 1.283 


6 

Blood 

i 1.302 


During last summer the relative viscosity of the sea water kept 
in a tub varied from 1.204 to 1.685, but occasionally it surpassed the 
limiting values just given. 

From the fact that change in the sea water produces corresponding 
change in the blood and pericardial fluid in regard to the viscosity 
and conductivity, it seems justified to conclude that there are some 
causal connc.*ctions between these two factors just mentioned and 
composition of these body fluids. 

ON THE SURFACE TENSION OF THE BODY FIAJIDS OF MARINE 
INVERTEBRATES. ESPECIALLY THAT OF THE PERICARDIAL 
FLUID AND THE BLOOD OF THE OYSTER. 

In the experiments already described it was shown that among 
inorganic salts contained in blood, pericardial fluid, and sea water, the 
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sodium chloride represents the greatest part and conseciuently it must 
play an important role on the surface tension. 

It is a well-known fact that many inorganic salts or capillary-inactive 
substances raise the surface tension. The relative contents of these 
salts in body fluids and sea water are not far diff(T(mt from one 
another. If the salts are intimately related with the surface tension, 
then we may expect that the measure of the surface tension of those 
fluids closi'ly resemble one another. 

Bottazzi (1909) measured with great accuracy the relative surface 
tension for blood of some marine Invertebrates as well as of sea water. 

The present writer also measured the surface tension with a series 
of some marine Invertebrates, especially with the oyster. 

I shall first prescmt the data on the oyster, as well as the method 
employed, in the following pages. 

As a first step in the determination of the surface Umsion it was 
necessary to select the oystei*s in which the blood showed nearly ('qual 
electrical conductivity. The pericardial fluid was collected from those 
selected oysters. By this method, even a very slight difference in 
surface tension, if present, between the pericardial fluid and the blood 
can be determined quite clearly. The results of the investigation are 
given in Table 18. 


TABLE 18. 


No. of 
oysters 

1 - pericardial Huid 

' No. of 

;dctermi-'sp. Surface 

(26“C)| 

Blood 

, e J Surface 

t>v*t.v(26C) 

Sea watei 

c, , Surface 

.^P; l,.nsion 

tivity(26(.) 

16 

6 48267x10-*; 

0.884 

48874x10-*. 0.g71 

49250x10-0 

0.980 

15 

6 48244 X „ j 

0.878 1 

48622 X 0.804 

M 


15 

8 47202 X ; 

0.884 ' 

48476 X .. 0.871 


.. 

15 

6 , 48002X „ j 

0.879 1 

48.888 X .. 0.866 ; 

,, 


16 

6 i 4794.3 X „ 

0.876 , 

48066 X ■ 0.86.'» ' 

•• 



'Fhe following conclusions may be drawn from the results given 
in Table 18. 

The blood exhibits a lower surface tension than that of the peri- 
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cardial fluid, while the sea water exhibits a higher surface tension 
than any of the others. 

The changes of the specific conductivity and of the surface tension 
of the pericardial fluid do not run parallel with that of the blood, 
due probably to the difference of the protein content in both fluids. 
Since incre.ase of the protein content lowers the surface tension, the 
difference in surface tension found between the pericardial fluid and 
the blood seems due to the difference of protein content rather than 
to the different amount of NaCl contained in those two fluids. 

In the oysters which are kept in ^ diluted sea water, a much 
clearer difference in the surface tension between the pericardial fluid 
and the blood is noted, as will be seen from Table 19. 


TABLE 19. . 


No. of 
oysters 

No. of deter* 
minations 

Days of immer- 
sion in diluted 
sea water 

Surface 

Pericardial fluid 
(19'’C) 

tension 

Blood 

(19®C) 

15 

12 

0 

0.878 

0.870 

15 

14 

1 day 

0.880 

0.879 

16 

IS 

2 days 

0.882 

0.880 

15 

20 

3 „ 

0.885 

0.885 

16 

I 14 

4 M 

0.889 ! 

0.898 

15 

IS 1 

5 „ 

0.894 ; 

0.911 

15 

18 

6 .. 

0.898 1 

0.934 

15 

12 1 

7 .. 

1 0.901 1 

0.941 

15 ! 

14 

8 „ 

0.911 i 

0.954 

16 ! 

la 

9 .. 

0.927 1 

0.969 

15 1 

13 

10 M 1 

0.940 1 

0.983 


We find from Table 19 that the surface tension of the blood and 
of the pericardial fluid began to increase one day after the oyster 
was placed in the diluted sea water, and the rate of increase in the 
surface tension of the former is relatively quicker than that of the 
latter. In consequence of this difference, in 3 days its value became 
equal to that of the pericardial fluid, and then the difference in the 
surface tension between the blood and pericardial fluid become greater 
and greater, and the surface tension of the blood became considerably 
higher than that of the pericardial fluid at the end of the experiment, 
as is shown in Fig. 4. 

I have also determined the surface tension of the blood in various 
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*0 5 10 Days 

Fig. 4. Curves showing the change in the surface tension of the pericardial 
fluid and of the blood of Ostrea circumpicta. The ordinates represent the surface 
tension of the fluids, and the abscissae represent number of days the o>ster was 
kept in 2 diluted sea water. 

spocios of the marine Invertebrates togeth(‘r with that of the st'a 
water where these are living and Iht* results of determination are 
given in Table 20. 

Despite the fact that the data on the surface tension given in 
Table 20 wen* obtained from the animals representing a wider range 
of taxonomical position, yet the values closely resemble one another 
and all show a definite difference from that of the sea water. Sinc(‘ 
the quantity of surface inactive substances contained in blood is about 
the same as in the sea water, and the surface tension is always lower 
in blood than in the sea water, it follows that the amount of the 
surface active substance must be much great in* in blood, and again 
.some' slight individual variations found in rc*gard to the surface t(*nsion 
depend much on the presence of a variable (juantity of those substanct‘s. 

It will be noticed from Table 20 that the relative surface te nsion 
of blood of many marine Invertebrates lies between 0.75 and 0.93, 
except Cephalopoda (0.68), giving the mean value of 0.8, while that 
of the sea water is 0.9. 
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TABLE 20. 


Group 

Species 

. 

Blood surface 
tension (19°C) 

water 

surface tension 
(19T) 

Coelentcrata 

Cavemularia hahereri 

0.983 

0.947 


n •» 

0.804 

0.966 

Polyrhaeta 

Arenicola vristata 

0.846 

0.923 



0.908 

0.937 

Krhinoderma 

Caudina chilensis 

0.822 

0.898 


" ** 

0.S60 

0.920 


Heliocidaris crassispina 

0.897 

0.949 



0.934 

0.986 


Sttchopua japonicus 

0.889 

0.946 


• f M 

0.903 

0.927 

•Gastropoda 

Aplysia depilana* 

0.804* 

0.982-1 .003* 

1 

.» Itmacina^ ; 

0.764* ‘ 

i 


.. sp. 

0.822 

1 0.988 


•» f» 1 

! 0.809 

0,966 

Lamellibran* 

Anadra tnflata 

0.783 

0.918 

rhiata 

; M » 

0.830 

1 0.906 


Mytdus dunkeri i 

0.878 

0.963 


i 

M *1 

0.825 

' 0.922 


Ostrea cirrumpicta ' 

0.864 

0.972 


.. 

, 0,817 

0.972 


Pecten yessovmis j 

0.849 

0.9.37 


1 

0.798 

j 

0.921 

Cephalopoda 

Octopus tnacropus* j 

0.682» j 

0.982-1.003* 


*The data obtained by Bottaw.i. 


CONCLUSION 

From the present investigation the following results were obtained : 

1. The pericardial fluid of the oyster is perfectly transparent, 
while the blood is opalescent with a yellowish tint in transmitted light, 
and with a bluish tint in reflected light. 

2. The quantity of NaCl contained in the pericardial fluid of the 
oyster is less than that of the blood, and the latter is less than that 
of the sea water in which the animal lives. 

3. Amount of NaCl in the pericardial fluid of the oyster corres- 
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ponds to 94 per 100 of osmotic concentration of dry substances, while 
in the blood it corresponds to 93 per 100. 

4. The specific gravity of the pericardial fluid of the oyster ranged 
from 1.022 to 1.024 (mid ponit 1.023) and that of the blood from 1.023 
to 1.028 (mid point 1.026), while the sea water gave from 1.022 to 
1.024 (mid point 1.023). These values are affected by the change in 
the surroundings when the animal is kept in i diluted sea water. 

5. The freezing point of the pericardial fluid of the oyster is 
about six hundredths (O.OOS^C.) of a degree higher than that of the 
blood ; this difference corresponds to 0.75 atmospheres at O^C. ; con- 
sequently these fluids are not in a state of osmotic ecjuality with each 
other. 

6. When the oysters, which had been kept for a long period in 
a diluted sea water, were removed into the normal sea water, the 
specific gravity and the osmotic pressure of the blood and the peri- 
cardial fluid returned to their normal values more rapidly than they 
were changed by the external conditions when the animals were trans- 
ferred from the normal to the diluted sea wattT. These changes were 
much slower in the pericardial fluid than in the blood. This pheno- 
menon was due probably to the existence of some regulative power 
in the animal. 

7. The product (v. k) of viscosity and conductivity of th(' blood 
is nearly constant in the majority of animals of different groups 
examined, and li(*s between the narrow limits 0.060 and 0.069. In 
the blood of the oyster the value of v. k was 0.063, whik* in the 
pericardial fluid it was 0.061. 

8. The difference in the surface tension between the* pericardial 
fluid and the blood seems due to the diffcTcnce of protein-content 
rather than to the difference in amount of NaCI in those two fluids. 

I wish to express my hearty thanks to Prof. Dr. S. Hatai and 
the late Assist. Prof. K. Okazaki, for their kind advic(‘ and review 
of the manuscript. 
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The Normal and Abnormal Respiration in the 
Oyster, Ostrea drcumpida Pils. 

By 

Akika Nozawa. 

(The Marine Biological Station of the Tdhoku Imperial University, 
Asamushi, Aomori*Ken, Japan.) 

Concerning the problems in relation to the respiration in the lower 
invertebrates much work has been done. Henze (1910) reports that 
the respiration rate of some of the simpler marine invertebrates (Actinia, 
Anemonia, Sipunculus) shows a dependence upon the oxygen tension 
in the water, decreasing as the latter decreases; whereas the rt'spira- 
tion of higher invertebrates (Cardnus Scyllarus, Eledone, Aplysia) is 
independent of the oxygen tension. Krogh (1916) accepts Henze’s 
interpretations and arrives with him at the general conclusion that 
the cold blooded animals are independent of the oxygen tension in 
the surrounding medium except in some of the simpler organisms. 
Bruce (1926) reports that the absorption of the oxygen and the out- 
put of the carhon dioxide differ with different temperatures, that is, 
higher temperature increases both the absorption and output, though 
this process cannot go on beyond a certain limit with further increase 
of temperature. Regnauld and Reiset (1849) report that the respira- 
tory quotient of Ostrea edtdis is 0.76 (15"C.). Parker (1922) measured 
the metabolic rate in four states, relaxed, contracted, relaxing, and 
contracting of the sea anemone, Metridium marginatum, and found 
that in the relaxed, contracted, and relaxing states the amounts of 
carbon dioxide excreted were found h) be about the same, but in the 
contracting state showed an appreciably higher increase. Parnas (1910) 
reports that an Anodonta, the adductor muscles of which had a section 
area of 0.3 sq. cm., calls forth no increase in the respiratory exchange 
either during or after the loading with 3000 gms. for three hours. 

The present investigation was carried on with a hope to obtain 
further data on the respiration of the oyster subjected to severe strain 
by hanging on it a heavy weight. 
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I wish to express my sincere thanks to Prof. S. Hatai and the 
late Assistant Prof. K. Okazaki for their valuable suggestions and 
criticims throughout the course of this study. 

Method. 

'I'he determination of the oxygen and the carbon dioxide was made 
by the Van Slyke method. 

The oyster was placed in 8 liters of sea water held in a jar with 
a volume of about 10 liters, and liquid paraffin was used to intercept 
the sea water from the air. It is often stated that air can permeate 
through liquid paraffin, and I tested this assumption just stated quali- 
tatively by means of the methylene blue method. To 20 cc. of 1?^ 
methylene blue dissolved in sea water is added rongalit solution 
until the colour disappears. This mixture is covered by the liquid 
paraffin and the amount of time which is necessary to recover the 
blue cx)lour in the solution is determined. It was found from this 
test of the liquid paraffin, covering the medium to the thickness of 
3 cm., that the interception between the atmosphen' and the medium 
is complete for nearly 24 hours. 

The outer layer of tht' oyster shell is usually infested with numerous 
organisms, including worms, and therefore these should be removed 
completely before the oyster is used, so as to prevent the respiration 
of these extraneous organisms, for otherwise the, result would naturally 
be inaccurate. However, complete clearing of these adhering organisms 
is practically impossible, and therefore I covered the shells with soft 
paraffin, which, though simple, was found to be very effective. 

A sample of the sea water was taken from the jar by means of 
a pippet one opening of which is joined to a U-shaped glass tube 
which is partially filled with meiTury, and another end is connected 
to capillary tube which is inserted into the jar through the liquid 
paraffin, and the required amount of sea water, is automatically sucked 
into this pipette through the capillary by properly lowering or raising 
the mercury. 
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Result of the Experiment. 

1. NORMAL RESPIRATION. 

Gas analysis of the water was made once for every 2 hours. As 
an example I have given the data obtained from one oyster in Table 
1 and in Fig. 1. As is shown in Table 1 and Fig. 1, the oxygen is 
consumed nearly at the same rate during the first 8 hours of the 
experiment until the oxygen tension becomes about 0.1^. This rela- 
tion indicates that during this first 8 hours the rate of the oxygt'n 
consumption is practically independent of the oxygen tension in th(‘ 
medium and is maintained at the same rate. It is to b(‘ noted that 
during this period just mentioned the rate of carbon dioxide production 
is also approximately uniform, similar to that shown by the oxygen 
consumption. But after 8 hours of the experiment the output of the 
carbon dioxide shows a greater rate of increase as compared with that 
of the consumption of oxygen. Berkeley (1923) reports that the 
crystalline style in certain molluscs is related to the anaerobic respira- 
tion, from the fact that in a mollu.sc under anaerobic condition for 
eight days the crystalline style disappears entirely. I also noU*d in my 
experiment that it disappeared after 24 hours, and in some others 

Table 1. 


Time in 

Oj content 

1 Oo consumed 

• rO.> content 

C(-)ti evolved , 

Respiratory 

hours 

Vol. 

1 Vol. 

Vol. % ' 

Vol. r; 

(luotient 

0 

0.739 

i 

1 

: 8.986 ; 



o 

M 

0.663 

i 0.1H6 

4.169 ! 

0.174 

0.860 

4 

1 0.892 

i 0.161 

4.296 

0.1.87 

0.860 

6 

! 0.217 

i 0.l7r, 

4.467 i 

0.176 

1.000 

» 1 

0.114 

! 0.103 

4.671 ! 

0.204 

2.001 

10 i 

i 0.082 

; 0.0.32 

4.761 

0.091 

2.84.8 

12 1 

1 0.064 

: 0.017 

4.814 

0.062 

.8.068 

14 1 

1 0.061 

1 0.014 

4.879 1 

0.066 

4.644 

16 ! 

! 0.060 

1 0.001 

4.964 

0.075 

7.600 

18 

0.043 

1 0.007 

4.989 i 

0.036 

6.000 

20 

0.040 

, 0.003 

6.006 

0.017 

6.666 

22 

0.036 

0.006 

6.0.88 

0.0.82 

6.040 


Total wei{<ht 28C nms. 

I>*ngth la cm. 

Width 8 cm. 

Fresh I>ody weight without shell 88 gms. 

Temperature of sea water in the jar 22^(^ 
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even in 12 hours. This disappearance of the crystalline style in my 
test cannot be taken as positive proof that it was used up during 




Fig. 1. Normal respiration. 

CO 2 content and oxygen content in the medium. 


anaerobic respiration, since its presence or absence in the oyster was 
unable to be determined until the experiment was over. However, 
exposing the oyster for 3 to 4 hours in the atmosphere in which a 
presence of the crystalline style is known, brought about complete 
disapperance in most of them. Therefore, its connection with anaerobic 
respiration cannot be doubted. The rates of the consumption of oxygen 
and of the output of the carbon dioxide decrease more and more 
every hour, and on the other hand the respiratory quotient becomes 
larger and larger every hour. Two hours after the experimentation 
the respiratory quotient was found to be 0.873, while Regnauld and 
Reiset (1849) found it to be 0.79 in Ostrea edulis and 0.84 in Mytilus 
edidis. These differences in the values of respiratory quotient just 
given may be due to the difference of species used, but needs further 
observation before a definite statement can be made. 
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The respiration carried at different temperatures has been observed 
by Bruce (1926). He reports that the respiratory activity of Mytilus 
is optimum at 22.3“C., but at higher than 25‘'C. or at lower than 2rC. 
is gradually decreased. GaltsoFF (1928) found with Ostrea tnr^nica 
Gm. that the optimum temperature for the mechanical activity of the 
gills lies between 25"C. and 30*C. Below S^C. no current is produced, 


Table 2. 


Mean value of oxygen uptake per | 
lOgms. wet tissue per hour. j 

1 

Water temperature in °C 

0.052 

10.0 

0.078 

16.2 

0.102 

22.0 

0.136 

26.0 

0.115 

27.0 

0.080 

30.0 
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though the cilia are beating. Ciliary motion stops entirely at the 
freezing temperature of sea water. I have also found a similar rela- 
tion, as will be seen from Table 2 and Fig. 2. 

As is shown in Table 2 and in Fig. 2, Ostrea circumpicta PiLS. 
showed the optimum respiratory activity at 25‘*C., which in turn at 
30®C. fell suddenly. From lOT. to 25"C. the activity increased gra- 
dually. The values given by the oyster are 2* to 3"C. higher than 
the optimum activity shown by Mytilus. This difference may be due 
to the adaptation to their respective surroundings, for the temperature 
of the sea water where Mytilus was collected is 14*C. at its highest, 
while the sea water of The Asamushi Marine Biological Station where 
the oyster is living is 23“C. at its highest. Takatsuki ('29) recently 
found that the heart pulsation stops at 5“C. and at 45'*C. in the oyster 
of temperate zon(‘ [Ostrea circumpicta PiLS.) and at O^C. and at 50^*0. 
in the oysters of tropical zone [Ostrea dendata Kuster). This is 
another example of an adaptation of the oysters to their surroundings. 

The value of pH in the medium . (sea water) where the oyster was 
kept was determined colorimetrically. The normal reaction of the sea 
water in Mutsu Bay ranges from pH 8.15 to pH 8.2. 3 liters of the 



COs content vol 


Fig. 3. The relationship between CO 2 content and the hydrogen 
ion concentration. 
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sea water in which a oyster was kept for 24 hours showed an increase 
of acidity to pH 7.7 (Fig. 3). This slight increase of acidity notwith- 
standing that the oyster excretes a great amount of carbon dioxide, 
is due to the production of carbonate, thus reducing the acidity of 
the medium. 

The opening and closing movement of the oyster shell is rather 
irregular but when the oxygen content is normal, it is about six times 
per hour. If however the oxygen content reduces to 2 to 3cc. per 
liter, the frequency of shell movement is much reduced, and the time 
required for opening and closing becomes correspondingly longer. As 
is shown in Fig. 4, if the oxygen content reduced to 1 or 1.5 cc. per 
liter, the movement of the shell stops permanently. 



Fif<. 4. The shell movement of the oyster in normal state. 
Ascent of curve shows closure of shell. 

Time H hours. 


2. THE RESPIRATION UNDER ABNORMAL CONDITION. 

To one side of the shell a heavy weight (5 kgs.) was hung, the 
other side was fixed horizontally in position. The oxygen consumption 
and the carbon dioxide output under such circumstances were compared 

Table 3. 


Time in 
hours 

' 0 . content 
' vol % 

O 3 consumed ' 
vol % 

COj content 
vol fo 

COii evolved I 
^ vol % 1 

Respiratory 

quotient 

0 

0.658 

' 1 

.8.929 

! 


2 

0.423 

0.235 

4.114 

0.183 

0.780 

4 

1 0.274 

0.145 

4.225 

0.113 

0.785 

6 

0.173 

0.105 

4.. 869 

0.1.84 

1.275 

8 

0.118 

0.067 1 

4.628 

0.171 

. 8.000 

10 

0.089 

0.029 1 

4 .G 80 

0.107 

.8.689 


I 


Total weight 

Wet tissue weight 


298 gms. 
31 gms. 
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with the normal respiration. As is shown in Table 3 and Fig. 5, the 
rate of the oxygen consumption during the abnormal respiration is 
nearly the same as that found in the normal respiration, and consumes 
at the uniform rate until it reduces to 1.8 cc. per liter, but is about 
1.3 or 1.2 times greater than that of the normal respiration. 

The respiratory quotient during the first 4 hours is smaller than 

4.7 f 10.8 



0 2 4 6 8 ]0 

Time in hours. 

Fig. 5. COj content and Oxygen content in the medium. 
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that of the normal respiration, owing probably to greater oxygen 
consumption necessitated physiologically by the heavy weight attached 
to the shell. After 3 or 4 hours the respiratory quotient increases 
rather suddenly, owing to a smaller oxygen consumption associated 
with a considerably greater amount of carbon dioxide output. This 
sudden increase of the carbon dioxide output just stated is probably 
an additional production of the carbon dioxide from the decompostion 
of the lactic acid. As was already stated the crystalline style seems 
somehow related to the anaerobic respiration, as my test shows its 
disappearance after exposing the oyster 3 to 4 hours in the atmosphere. 
Thus 18 hours after the experiment a disproportionally greater amount 
of the carbon dioxide eliminated for a negligibly smaller abs<)rption 
of the oxygen might be explained that the crystalline style was utilized 
for this anaerobic respiration. Berkeley (1923) reports that guaiacum, 
which is contained in the crystalline style, is capable of oxidizing the 
products of the metabolic activity of the tissues of the animals and 
thereby playing a part in anaerobic respiration. If Berkeley’s 
hypothesis is true, the greater amount of carbon dioxide excreted by 
the oyster under extreme conditions becomes highly probable (Table 
1 and 2). It seems to me also probable that since a larger amount 
of carbon dioxide is normally found combined as carbonate in the 
blood and tissue fluid, CO 2 may in turn be produced from this source 
just mentioned if a sufficent amount of acid was produced as the 
result of heavy load. 


.1 , ' , -i •_ 
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Fig. 6. The shell movement of the oyster in abnormal state. 
Descent of cur\e shows closure of shell. 

Time marked per 15 minutes. 
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The adductor muscle of the oyster to which a heavy weight of 5 
kgs. was hung, ruptured in 7 or 8 hours in almost all cases. The 
movement of the shell differs from that of the oyster under normal 
condition, as is shown in Fig. 6. The oyster on which 5 kgs. are 
hung performs a complete movement of opening from 10 to 15 times 
per hour, mixed with a much wider opening of the shell occasionally. 
Even under such strain of heavy loading the shell open slowly and 
closes quickly as is the case with the normal oyster. After 5 to 6 
hours, the oyster keeps the shells open partially and never closes 
entirely, till the adductor muscle at last is severed. F^aknas (1910) 
shows quite conclusively that the shortened state of the tonus muscle, 
produced for instance by a weight hung on the valves of a clam, 
calls for no greater expenditure of energy than does the unloaded 
state. Parker (1922) obtained similar results, tested on the sea 
anemone, and concluded that the respiratory activity is the largest in 
the contracting state*. In my experiment, the shell movement under 
loading is much accelerated compared with that unloaded. If we now 
accept I’ahker’s view that during contraction more carbon dioxide is 
produced than at contracted, relaxed, and relaxing states, we should 
anticipate in the present experiment of heavy loading a greater 
amount of carbon dioxide excretion, since under such a condition 
frequency of the shell movement becomes greater than unloading; 
in other words, the number of the times the muscle is contracting 
and relaxing itself is greater, thus producing greater amount of carbon 
dioxide correspondingly. In fact, we obtained a greater amount of 
carbon dioxide under an abnormal condition, such as shown in the 
present exjieriment, and support Parker’s obsen^ation on the sea 
anemone. 

Summary. 

(1) The gaseous metabolism is accelerated under the abnormal 
condition compared with that under the normal condition. 

(2) The respiratory ciuotient at the earlier stage of the oyster 
on which a heavy weight was hung is smaller than that of an oyster 
without load, but the former suddenly increases over the latter after 
some hours. 

(3) The gaseous metabolism of the oyster differs at different 
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temperatures: the metabolism being diminished at both lower and 
higher temperatures than 26*C. 

(4) The rate of the oxygen consumption in the oyster is indepen- 
dent of the oxygen tension till its pressure is reduced to 0.1 % or 
below, and although normally in the oyster the carbon <lioxide output 
is parallel to the oxygen consumption, even when the oxygen consump- 
tion is reduced to none, the carbon dioxide increases. 
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Studies on the Digestive Enzymes 
of Ostrea drcumpicta. 

By 

Eishiro Sawano. 

(The Manne Biological Station of the T6hoku Imperial University, 
Asamushi, Aomori-Ken, Japan.) 


Introduction 

Many investigations have been made dealing with the mode of 
feeding and physiology of digestion in molluscs, including several 
species of Lamellibranchia. Fredericq (1878) in Mya and Mytilus ; 
Mitra (1901) in AtwdotUa ; Roaf (1908) in Pecten ; Dakin (1909) in 
Pecten; Yonge in Mya (1923) and in Ostrea (1926). But in all these 
reports cited the characteristic properties of the enzymes concjimed 
with the digestion have not always been given, and especially that of 
the proteolytic enzyme is unsatisfactory. Yonge has recently studied 
this in detail, but very little attention was given to the protease with 
the assumption that the oyster does not feed on animal matter. 

The present work was undertaken as a part of the collaboratory 
works on the physiology of oyster carried in our Biological Institute, 
and has been carried on from July to October 1928, at the Marine 
Biological Station, Asamushi, Aomori-ken. 

I wish to express here my gratitude to Prof. Hatai for his kindness 
in revising the manuscript, and also to the late Assist. Prof. K. 
Okazaki, and Assist. Prof. S. Kokubo at the Marine Biological Station 
for their helpful suggestions. 

Experimental Data. 

DISTRIBUTION OF AMYLASE IN THE BODY 
OF OSTREA aRCUMPlCTA. 

Presence of amylase was tested with various portions of the oyster 
which were treated in the following manner : 
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( 1 ) Blood as well as pericardial fluid was centrifuged before its 
use, so as to remove various corpuscles present in it, ( 2 ) fresh crystal- 
line style was dissolved in distilled water to the concentration of 2 
per cent., (3) gastric juice was diluted to 10 per cent with distilled 
water, (4) digestive diverticula, and the other tissues such as muscles, 
organs, etc. were separately ground in a mortar and extracted with 
distilled water of 3 times its weight and the extracts were used for 
the test. The results obtained are shown in Table 1 . 

Table 1. 



Cryst. 

style 

Gastric 

juice 

Digest. 

div. 

Ga.st. 

wall 

Adduct, 

muscle 

Heart 

Blood 

Pericard. 

fluid 

Achrom. 

80 m. 

ih. 

aOm. 

18 h. 

3h. 

20 h. 

80 h. 



point 

Reduct. 

marked 

marked 1 

marked 

1 

weak 

marked 

weak 

very 

weak 

negative 

Control 

negative 

trace 

1 

weak 

trace 

trace 

trace 

negative 

negative 


The mixture of Icc. sampled Icc. I 96 starch solution H- 2 cc. 
NaCl was kept in a water bath at 35®C. Achromic point was deter- 
mined by dropping from time to time a single drop of the mixture 
into 1 cc. of acidified 0.001 N iod solution, and the time required for 
the achromic point of the mixture was noted. The reducing action 
was tested after 24 hours of digestion by Benedict’s solution. For 
the control boiled samples similarly treated were invariably set up. 
Toluol was used as the antiseptic. 


MILK CLOTTING ACTIVHT IN THE PARTS 
OF OSTREA CIRCUMPICTA. 

The milk clotting activity was tested by using calcified milk. The 
results obtained are shown in Table 2. Samples were prepared in 
the same manner as was described above. 

The mixture of 1 cc. sample 4- 1 cc. calcified milk (50 cc. milk 4- 10 cc. 
N. CaCl 2 4’40cc. distilled water) was warmed in a water bath at 
35®C. At the given time the state of the mixture was observed. 
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Table 2. 



Cryst. i 
style i 

Oast. 

juice 

Digest. 

div. 

Cast. ' 
wall 1 

Muscle 1 

Heart 

Blood 

1 

, Pericard. 

. Huid 

1 hour 

' ' 1 

clot 1 

clot 

clot 

1 1 1 

lunchang* unchang- unchang- 
ed i ed ed 

unchang- 

ed 

1 unt'hang- 
ed 

2 hs. 

not j 
resolved 

not 

res. 

nut 

res. 1 

clot 1 

unch 

unch. 

unch. 

1 unch. 

a hs. 

not , 
resolved 

1 

not 

res. 

partly | 
res. 1 

not ’ 
res. 1 

clot 

clot 

unch. 

unch. 


INFLUENCE OF pH ON THE ACTION OF AMYLASES. 

/. Optimum pH for the amylase in crystalline style. 

The optimum pH for the amylase from crystalline style was deter- 
mined. The method and results are shown in Table 3. 


Table 3. 

Flask 

pH of (he mixture 

Glucose in per cent. 

1 

4.0 

i 0.0188 

2 i 

4.8 

0.0726 


5.6 

, 0.1820 

4 I 

6.0 

0.2092 

5 1 

6.6 

, 0.1 aw 

6 

7.0 

0.1872 

7 ' 

7.65 

! 0.1764 

8 

1 8.1 

i 0.1240 

9 1 

9.0 

0.06.12 


To each of the mixtures of 10 cc. ZYo crystalline style solution -I- 
25 cc. 2% NaCl was added 10 cc. of buffer solution, giving different 
degrees of pH. Altogether 9 diffc'rent mixtures were prepared, and 
were incubated for 6 hours at 37-38°C. The nine different buffer 
solutions were prepared after Sorensen’s method. The pH of the 
mixed solutions was determined colorimetrically. Glucose formed was 
estimated after Pavy-Suto-Kumagawa’s method. 

II. Optimum pH for the amylase in digestive diverticula. 

In Table 4 the optimum pH for the digestion of glycogen by the 
extract of digestive diverticula is indicated. 
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Table 4. 


Flask 

pH of buffer solution 

pH of the mixture 

Glucose in per cent. 

1 

.^.68 

8.70 

0.0088 

2 

4.65 

4.68 

0.0125 


5.30 

5.28 

0.0986 

4 

5.90 

6.90 

0.1280 

5 

6.46 

6.46 

0.1613 

6 

6.80 

6.80 

0.1204 

7 

7.38 

7.87 

0.0967 

8 

7.91 

7.88 

0.0848 

9 

8.57 

8.64 

0.0216 

10 

9.20 

0.12 

0.0106 


To each of the mixtures of 10 cc. extract + 25 cc. 2^ glycogen -f 
5cc. 2% NaCl was added 10 cc. of varying buffer solutions, giving 
10 different values of pH, and were incubated in a warm water bath 
for 12 hours at 37-38“C. Buffer solutions were prepared after 
SOrensen’s method and the value was determined colorimetrically 
after mixing the solutions. Glucose was estimated after Pavy-Suto- 
Kumagawa’s method. 

INFLUENCE OF pH ON THE PROTEASE OF 
THE DIGESTIVE DIVERTICULA. 

/. Casein digestion. 

The influence of pH on the digestion of casein by the water extract 
of digestive diverticula was investigated and the results obtained are 
shown in Table 5. 


Tabi.e 5. 


Flask 

pH of buffer solution 

pH of the mixture 

Nitrogen found in 

2 IT. mixture, in mg. 

1 

1.93 

2.5 

0.852 

2 

2.97 

3.7 

0.460 

3 

3.69 

4.0 

0.601 

4 

4.16 

4.3 

0.480 

5 

6.04 

4.9 

0.426 

6 

6.08 

5.8 

0.306 

7 

6.87 

6.1 

0.873 

8 

6.80 

6.55 

0.482 

9 

7.66 

7.3 

0.446 

10 

8.88 

8.5 

0.461 

11 

9.13 

8.8 

0.488 

12 

! 

9.40 

9.0 

0.417 
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To each of the mixtures of 10 cc. enzyme + 30 cc. 3?^ casein solution 
in NaOH giving pH 7 was added 10 cc. of buffer solutions giving 
varying values of pH, and altogether mixing the solutions the pH of 
the mixtures were estimated colorimetrically. A little toluol was added 
to the mixtures. After 24 hours* digestion the amino nitrogen was 
estimated by Van Slyke’s method. 

//. Gelatine digestion. 

The influence of pH on the gelatine digestion has been studied 
and the results obtained are shown in Table 6. 


Table 6. 


Flask 

pH of buffer solution 

pH of the mixture 

Amino nitrogen in 
milli)<ram in 2cr. 




of the mixture 

1 

2.27 

2.8 

0.280 

2 

3.26 

3.4 

0.476 

3 

3.95 

4.1 

0.623 

4 

4.96 

6.0 

0.601 

5 

6.90 

6.8 

0.481 

6 

6.47 

6.3 

0.488 

7 

7.20 

7.0 

0.492 

8 

7.78 

7.6 

0.519 

9 

8.36 

8.0 

0.636 

10 

8.80 

8.6 

0.634 

11 

9. .39 

9.0 

0.480 

12 

10.21 

9.8 

0.436 


To each of the mixtures of 5cc. enzyme 4- lOcc. 2.5 9^ gelatine 
was added 10 cc. of buffer solution of varying value. After mixing 
the solutions, pH of the mixture was estimated colorimeti*ically. After 
being incubated for 36 hours at 37~’38‘*C, amino nitrogen was estimated 
after Van Slyke’s method. 

DEMONSTRATION OK BUTYRASK IN CRYSTALLINE STYLE. 

To each of 5 test tubes which an* labelled A, B, C, D and E 
were added the solutions as in the manner shown in Table 7. To A, 
B, C and D were added brom cresol purple and to E brom cresol 
green as the indicator. The reaction was observed from time to time. 
The results obtained are shown in Table 7. 

The falling of the pH in A and E may have been caused by the 
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Tabi-e 7. 


Test 

Satura- 
ted try- 
butyrin 

1 

I Cryst. j Water 

1 style 

Period of digestion 

tube 

0 m. 

1 m. 

6 ra. 

16 m. 

50 m. 

4h. 

A 

2 cc. 

Icc. - 

6.36 

6.0 

6.7 

6.4 

— 

— 

B 

2 cc. 

1 lc<-. 1 — 
j (boiled )| 

6.35 

6.3.5 

6.86 

6.3 

6,8 

6.3 

C 

— 

1 Ice. 1 2(c. 

6.2 

6.2 

6.2 

6.2 

6.2 

6.2 

D 

2 re. 

— , 1 CC. 

6.36 

6.35 

6.86 

6.. 35 

6.36 

6.8 

E 

2cr. 

! 1 cc. 1 — 

— 

— 

— 

5.4 

4.8 

4.8 


formation of butyric acid from the trybutyrin in the presence of 
butyrase. 


Discussson of the Results. 

The jiresence of amylase in crystalline style was first demonstrated 
by CoupiN in Cardium (1900, cited by Yonge). Both Mitka (1901) 
and Nelson (1918) in Anodonta, and Yonge in Mya also demonstrated 
its presence in the crystalline style. Recently Yonge (1926) studied 
in detail the nature of the amylase from the crystalline style of Ostrea 
edulis, and determined the optimum pH at 5.9. In my experiment, 
as is shown in Table 3, the optimum pH for the amylase from the 
crystalline style of Ostrea drcumpicla is 6.0. These results practically 
agree with that of Ostrea edulis found by Yonge. In the case of 
amylase from digestive diverticula Yonge pointed out the optimum 
pH to he at 5.5 which is somewhat lower than that found in the 
crystalline style. On the contrary, in my experiment I found the 
optimum pH of glycogen digestion to be 6.4, that being slightly higher 
than that found in the crystalline style. It is dillicult to understand 
the causes of the discrepancy between the results just mentioned, but 
it may be due to the difference of the substrate u.sed, that is, starch 
by Yonge and glycogen by the present writer. What is more im- 
portant in this research is the presence of butyrase and calcified milk 
clotting activity in the crystalline style, as is shown in Tables 2 and 7. 
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Summary. 

1. The distributions of amylase and milk clotting enzyme in the 
body of Ostrea circumpicta were determined. 

2. Several enzymes were detected in the crystalline style, in gastric 
juice and in the extract of digestive diverticula. 

3. The optimum pH for the amylase from crystalline style is 6.0 
and for that from digestive diverticula is 6.4. 

4. Milk clotting enzyme and butyrase are demonstrated in the 
crystalline style. 

5. The optimal pH for protease obtained from dige^stive divert cula 
for the digestion of gelatine and casein wen* investigated. The optimal 
pH for casein digestion is 4.0 and 8.5 and that for gelatine digestion 
is 4.1 and 8“8.5. 
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Statistical Study on Caudina chilensis (J. MOller).^) 


Bv 

Toshihiko Yamanouchi. 

(Zoological Laboratory, College of Science, Ky6to Imperial Univerhily). 

1. The body weifdit and the body length. 

2. The body length. 

3. The body weight and the integument. 

4. The body weight and the content of the alimentary canal. 

The relation between the body length and the mass of the body 
is discussed in detail by Przihkam (1922 pp. 42-49) ; he proposed 
the formula y-k.^x (where y represents the length in cms., x the 
weight or the volume) as generally applicable for representing the 
above relation. Croziek (1916) gave the function representing the 
relation between the weight and the length in Stichopus moehii, such 
that 

Weight in grams=(0.034±) x (length in ems)^ 
and stated that such a type of relation is also true for other species. 
Kecently Nomura (1928) found in the bivalve Cythera (Meretrix) the 
formula w—ka^'°'' where w denotes the body weight, a the height of 
the shell, and k the constant, as one case of the general formula 
w=ka^ (where x is specific constant) proposed by him. 

'fhe specimens used in this study were collected at Moura and at 
Kugurisaka near the Marine Biological Station. The body length 
was meassured with a divider and read to millimeters, and the body 
weight with a balance sensitive to 1 centigram. In the following 
tables, the mean values were calculated from the correlation tables 
made from the observed values. 

1. THE BODY WEIGHT AND THE BODY LENGTH. 

In the computation of the measured numbers, the contents of the 
alimentary canal, composed of ingested sand, are of great importance. 

UA contribution from the Marine Biological Station, Asamushi, Aomori-Ken. 
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The weight of the content sometimes reaches 50 9^ of the total body 
weight. The contents of the alimentary canal of freshly collected 
animals were more than 25 9^ ± of the total body weight, but this 
content decreases gradually by continual egestion when the animal 
is brought out of the sand. For this reason the relation between the 
body weight and the body length was considered in two ways, first 
with the total body weight (the body weight with sand) and secondly 
with the body weight without sand. 

a) The body weight with sand (Ws) and the body length (L). The 


Table 1. 

Body weight with sand and body length. 159 animals. 


Body weight 


Average body 

Body length 


with sand 

Numh(*r of 

length observed 

calculated 

L- U 
in cms. 

Ws 

aniniuK 

L 

L' 


in gram.s 


in cms. 

in cms. 

a.i 

18 

' 4.18 

4.49, 


-0.31 

6.5 

8 

5.44 

6.76 


-0.31 

9.9 

6 

7.16 

6.61 


+0.54 

13.3 

6 

6.80 

7.30 


-0.60 

16.7 

10 

8.10 

7.87 

•d) 

+0. 23 

20.1 

5 

7.90 

8.39 

-0.49 

US. 6 

6 

9.60 

8.82 


+0.78 

26.9 

6 

9.. so 

9.23 


+0.27 

:i0 ?. 

2 

8.90 

9.60J 


-0.70 

S3,7 

10 

11.50 

11.60^ 


-O.IO 

37.1 

5 

11.80 

11.97 


-0.17 

40.5 

6 

12.48 

12.33 


+0.15 

43.9 

8 

11.96 

12.66 


1 -0.70 

47.. 3 

8 

13.35 

12.98 


1 +0.37 

60.7 1 

9 

13.73 

13.29 


I +0.44 

64.1 1 

10 

1.3.65 

13.68 


+0.07 

67.6 

9 

13.84 

1,3.86 

1 

1 -0.02 

60.9 1 

3 

13.40 

14.12 

[(2) 

-0.72 

64.3 1 

1 8 

*13.69 

14..38 

-0.79 

67.7 

6 

14.60 

14.63 


-0.03 

71.1 i 

i ^ 

14.90 

14.87 


I +0.03 

74.6 

.3 

16.40 

15.11 


+0.29 

77.9 

.3 

15.40 

16.33 


+0.07 

81. .3 

2 

16.40 

16.65 


-0.16 

84.7 

! 1 

15.90 

16.77 


+0.1.3 

88.1 

1 

15.40 

16.97 


—0.67 

91.6 

1 

, 15.40 

16.18^ 

1 

-0.78 


(1) Calculated from (3.336-0.266) 

(2) Calculated from 1.=^ (3,336+0.266) IV.’ 
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formula for determining the body length for a given body weight is 
as follows : 

L=(3.3:^5t0.255)»Vs^ (1) 

where L is body length in cms. and Ws body wc'ight with sand in 
grams, and for the animals of 0-32.00 grams the upper sign, and for 
the animals of more than 32.01 grams, the lower sign should be 


taken, or 

L=3.()«Ws^ (2) 

L=3.59W (3) 


The observed and the calculated values are plotted in tc'\t figure I 
(Table 1). 



Fig. 1. The ordinate indicates the body length and the ah^scissa the body 
weight with sand. The full line indicates the calculated value and the dotted 
line the observed value. 
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b) The body weight without sand (W) ond the body length (L). From 
the total body weight the weight of the content in the alimentary 
canal was subtracted and the remaining weight was designated as the 
body weight without sand. From the data given in Table 2, the 
relation of L to the given body weight is expressed by the following 
equation : 

/.=(3.70-F0.28)lF^ (4) 


Table 2. 


Body weight without sand and body length. 273 animals. 


Body weight 


Average body , 

Body length 

Difference 

L-r/ 

in cms. 

without sand 

Number of 

I length observed ' 

calculated 

W 

animals 

1 L 

U 


in grams 


, in cms. 

in cms. 

2.1 

* .33 

1 4.06 

4.. 381 


-0..33 

4.7 

20 

1 6.07 

6,73 

111) 

+0.34 

7.3 

11 

' 6.86 

6.03 

-fO.22 

9.9 

19 

i 7.61 i 

7.34 


+0.27 

12.5 

11 

. 8.31 i 

7.94^ 


+0.37 

16.1 

6 

i 9.90 1 

9.841 


+0,06 

17.7 

18 

1 10.04 ' 

10..38 


-0.34 

20.3 

10 

1 1 .20 

10.87 


+0.33 

22.9 

9 

11.57 

11.31 


+0.26 

25.6 

12 

' 11.98 : 

11.72 


+0.26 

28.1 

13 

12.44 1 

12.11 


+0.33 

30.7 

16 

i 12.02 ' 

12.47 


+0.16 

33.3 

1 

; 13.08 

12.81 


+0.27 

.35.9 

1 1.3 

1 13.25 1 

13.14 

(2) 

+0.11 

88.6 

17 

13.19 

13.46 

-0.26 

41.1 

' 14 

13.. 33 

13.75 


-0.42 

4.3.7 

8 

13.46 

14.03 


-0.67 

46.3 

6 

14.07 

14.30 


-0,28 

48.9 

6 

: 14.67 

14.67 


0.00 

51.5 

5 

14.60 

14.82 


-0.22 

64.1 

2 

16.40 

15.06 


+0.34 

59.3 

3 

15.57 

16.63 


+0.04 

64.6 

1 

15.40 

15.97 


-0.67 

67.1 

1 

. 16.40 1 

lo.ioJ 

1 

-0.79 


(1) Calculated from (.S.70-0.28;M^^ 

(2) Calculated from L=-(8.70+0.28)fV^ 


where L is body length in cms. and W body weight without sand in 
grams, and for the animals of 0—13.30 the upper sign, and for the 
animals of more than 13.31, the lower sign should be taken. 
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F'ig. 2 . The ordinate indicates the body length, the abscissa the body 
weight without sand. 

c) The body weight without sand {W) and the lengths of the trunk 
(Ltr) and the tail {Lta). 'Phc posterior part of the body with well 
developed cloaral muscles is called the tail and the remaining anterior 
part the trunk. The lengths of the trunk and the tail for the given 
body weight (Tables 3, 4) aru determined by the etjuations : 


L/r= (2.38 0.10) (5) 

L«a ~ (1.34 -T 0.17) (6) 


where Ltr and Lta are trunk and tail lengths in cms. and W body 
weight without sand in grams; for th< mimals of 0-13.30 grams the 
upper sign, and tor the animals of mon^ tlian 13.31 grams the lower 
sign should be taken. The observed and the calculated values are 
plotted in figure 2. 
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Table 3. 


Body weight without sand and the length of the trunk. 274 animals. 


Body weight 


Trunk lengtli 

Trunk, length 

Difference 

Ltr — Ltr' 
in cms. 

without sand 

Number of 

observed 

calculated 

W 

animals 

Ltr 

Ltr' 

in grams 


in cms. 

in cms. 

2.1 

33 

2.78 ' 

2.92t 


-0.14 

4.7 

20 

4.01 

3.84 

(1) 

+0.17 

7.3 

J1 

4.64 

4.42 

+0.2.3 

9.9 

18 

4.93 

4.90 


+0.03 

12.6 

11 

5.31 

5.29^ 


+0.02 

1.5.1 

6 

6.16 

6.121 


+0.03 

17.7 

18 

6.28 

6.46 


-0.18 

20.3 

11 

7.15 

6.77 


+0.38 

22.9 

9 

7.07 

7.04 


+0.03 

25.5 

12 

7.5.3 

7.. so 


+0.23 

28.1 

13 

7.77 

7.54 


+0.23 

30.7 

16 

7.87 1 

7.77 


+0.12 

.33.3 

! 19 

8.19 ; 

7.98 


+0.21 

,35.9 

14 1 

8.14 

8.19 


-0.06 

38.5 

17 1 

8.29 

8..S7 

(2) 

1 -0.08 

41.1 

14 1 

8.18 1 

8.66 

: -0.S8 

43.7 

8 

8. .36 1 

8.7.S 


: -0.37 

40.3 

6 ! 

8.75 

8.91 


1 -0.16 

48.9 


8.80 1 

9.07 


1 -0.27 

51.5 

5 ‘ 

9.00 

9.23 


, -0.23 

54.1 

2 1 

9.30 

0.38 


1 -0.08 

59.3 

3 1 

9.90 

9.67 


! +0.23 

64.5 

1 1 

9.90 

0.96 


-0.05 

67.1 

1 1 

9.30 

10.08. 


-0.78 


(1) Calculated by f,tr=(2.£8-0.10)W» 

(2) Calculated hy /,<r-(2.S8+0.10)»'» 


Table 4, 


Body weight without sand and the length of the tail. 272 animals. 


Body weight 
without sand 
W 

in grams 

Number of 
animats 

Tail length 
observed 

Lta 

in cms. 

Tail length | 
calculated ' 

Lta' ' 

in cms. 

Difference 

Lta — Lta' 
in cms. 

2.1 

33 ^ 

■ 1.85 

i.6ot : 

-0.16 

4.7 

i 20 1 

1 2.15 


+0.19 

7.8 

; 11 

! 2.26 

2.27 J(l) , 

-0.01 

9.9 

18 1 

3.60 

2.61 

+0.C9 

12.6 1 

11 1 

2.95 

2.71> 

+0.24 


(1) Calculated by /,(a= (1 .34-0,17)lV“ 
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Body weight 
without sand 

1 

Number of 

Tad length 
observed 

1 Tail length 

1 calculated 

Difference 

1 Lta — Ltaf 

W 

animals 

Lta 

: Lta' 

in grams 

1 


in cms. 

1 in cms. 

in cms. 

1 

16.1 

6 

3.90 

i 3.721 


+0.18 

17.7 


3.81 

! 3.93 


-0.12 

20.3 

10 

4.16 

4.12 


1 +0.04 

22.9 

9 1 

4.52 

4.29 

1 

1 

+0.23 

26.6 

12 

4.55 

4.44 


! +0.11 

28.1 

13 

4.73 

4.59 


+0.14 

30.7 

16 

4.76 

4.73 


+0.03 

3JL3 

19 

4.82 

4.86 


-0.04 

36.9 

13 

5.12 

4.99 


+0.13 

38.6 

17 

4.84 

6.10 

(2) 

! -0.26 

41.1 

14 

5.29 

5.21 

1 +0.08 

43.7 

^ 1 

6.10 

, 5.. 32 


1 -0.22 

46.3 

6 

5.23 

5.42 


1 -0.19 

48.9 

6 

5.77 

5.52 


1 +0.26 

61.5 

5 

5.54 

5.62 


-0.C8 

54.1 

»> 

5.70 

5.71 


-O.Ol 

59.3 

3 

5.40 

6.89 


-0.49 

64.5 

1 

5.50 

6.06 


-0.66 

67,1 

1 

5.90 

6.14J 


-0.24 


(2) Calculated by /Ja- (1 .34+0.17; 

2. THE BODY LENGTH. 

The ratio of the trunk length to the tail length is not the same 
in all animals. In Table 5 the corresponding l(*ngths of the trunk and 

Table 5. 

Correlation of the body length and the lengths of the trunk and 
the tad. Number of animals 274. 


Total body 

Number of 

1 

i Trunk length 

j 

'J'ail length 

Trunk 

length in cms. 

animals 

■ 

in cms. , 

in cms. 

Trunk +Tail 

3.6 

17 

2.40 

1.12 

68.2 

4.5 

14 

3,14 

1.43 

C8,7 

5.5 

n 

3.56 

1.84 

66.9 

6.5 

18 

4.31 

2.20 

66.2 

7.5 

17 

4.89 

2.60 

66.3 

8.5 

18 

6.44 

2.95 

64.8 

9.6 

12 

1 6.03 

3.45 

63.6 

10.5 

21 

1 6.41 

4.10 

61.0 

11.6 

28 

6.96 

4.44 

61.1 

12.5 

89 

1 7.76 

4.73 

62. 1 

13.6 

34 

8.46 ! 

4.97 

63.0 

14.5 

25 1 

9.12 

5.29 

63.3 

15.5 

18 

i 9.70 1 

5.68 

63.1 

16.5 

2 

10.20 1 

6.20 

62.2 
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the tail are averaged for the given total body length, and in figure 3 
the percentage ratio of the trunk and the tail to the total body length 
is plotted from Table 5. 



cms 5 10 15 


Fi«. 3. 'Ilio abscissa indicates the total body length and the ordinate the 
percentage ratio of the trunk and the tail 

With the growth of the body, the relative length of the trunk de- 
creased gradually, reaching the minimum at the total length of 
10.5 cms., and from this point again increa.sed to the limit of the 
growth. 


.3. THE BODY WEIGHT AND THE INTEGUMENT. 

The integument means, in this paper, the whole body wall, that 
is, all of the body except the body fluid, the ivisceral organ, and 
the calcar(*ous ring. After finding the body weight, the integument 
was isolated and weighed to centigrams. The body weight without 
sand for the given weight of the fresh integument is determined by 
the following equation, 

W=4.69/+1.40 (7) 

where W is the body weight without sand in grams and / the fresh 
weight of the integument in grams (Table 6, Fig. 4). 
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Table 6. 


Body weight without sand and the fresh integument. 246 animals. 


Fresh 

integument 

/ 

Number of 
animals 

Body weight 
without sand 
observed 

W 

in grams 

Body weight 
calculated^ 

Difference 

W -W' 

in grams 

in grams 

in grams 

0.6 

22 

4.05 

4.2L 

-0.16 

1.6 

26 

11.48 

8.90 

+2.58 

2.6 

11 

14.66 

1.3.69 

+0.96 

8.6 

18 

15.68 

18.28 

—2.76 

4.6 

18 

28.45 

22.97 

+0.48 

6.6 

26 

27 .-01 

27.66 

-0.65 

6.6 

61 

83.01 

82.85 

+0.66 

7.6 

.34 

.36.82 

87.04 

-0.22 

8.6 

28 

42.67 

41.78 

+0.84 

9.6 

12 

48.95 1 

46.42 

+2.53 

10.6 

6 1 

50.00 

51.11 

-1.11 

11.6 

.3 

58.50 1 

56.80 

-2.80 

13.6 

1 

57.70 

65.18 

-7.48 
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For animals of less than 20 grams the equation is not strictly appli- 
cable, owing to the rapid change in the growth of the integument. 

4. THE BODY WEIGHT AND THE CONTENT OF 
THE ALIMENTARY CANAL. 

The ingested sand was removed from the alimentary canal of the 
freshly collected animals and weighed after the water was removed 
by filter paper as well as possible. The weight of the .sand for the 
given total body weight is determined by the equation, 

5=0.3217 ft's +1.18 (8) 

where S is the sand, and M's the body weight with .sand, both ex- 
pressed in grams (Table 7, I'ig .5). 


Table 7. 


Body weiKht with '.and, and sand in the alimentary canal. 212 animals. 


Body weight 


Sand 

Sand 

Difference 
.S — S' 
in grams 

with sand 

Ws 

Number of 
animals 

observed 

S 

calculated* 

5' 

in grams 


in grams 

in grams 

4.66 

27 

1.76 

2.65 

-0.90 

10.76 

14 

4.31 

4.64 

— O.&S 

16.96 

16 

6.45 

6.64 

-0.19 

2 S .16 

12 

7.96 

8.63 

-0.68 

29.36 

11 

11.63 

10.63 

+ 1.00 

36.66 

21 

13.56 

12.62 

+0.93 

41.76 

17 

15.68 

14.61 

+1.07 

47.96 

22 

16.99 

16.61 

+0.38 

64.16 

24 

19.28 

18.60 

+0.68 

60.36 

17 

19.69 

20.60 

-0.91 

66.56 

13 

23. s 30 

22.59 

+0.89 

72.76 

8 

25.21 

24.69 

+0.62 

78.96 

4 

23.46 

26.58 

-3.13 

86.16 

6 

26.85 

28.68 

-2.73 

91.36 

1 

25.45 

.30.68 

—6.13 


♦Calculated from 5=0.3217 Ws+1.18 


From figure 5, it follows that in the animals above 70 grams the 
content of the sand decreases more than as expected from the body 
weight. In Fig. 10 is plotted the sand content for the given body 
weight without sand. 




80 


20 


10 


grams 

Fig. 5. The ordinate indicates the content of the alimentary canal and tin 
abscissa the body weight with sand. 


y 
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5. GENERAL REMARKS. 

Notwithstanding the diverse changes in the body length owing to 
the various internal and external conditions, the relation between the 
body weight and the length of the body or part of it is determined 
by the simple formula L=k*^ W under the condition that the animal 
is brought out of the sand and is in the definite tonic contraction of 

all the body musculatures. Transforming the equation (2) i=3.08 


we have 

M^5-0.03422L* (9) 

which is nothing but the equation ta— (0.034 ±)r given by Crozier 
in Stichopus as previously mentioned. 

/.=(3.70T0.28)W^^ (4) 

Lfr= (2.38 T- 0.1 0)lV^ (5) 

L<a=(1.34T0.17)lV^ (6) 

when (5) (-(6), we have L = Lir +L<a= (3.72 T 0.27) (10) 


which is almost equal to the equation (4). Nomura (192B p. 113) 
found also such a relation among the constants in Cythera, 

A sudden increase in length occurred about 30 grams (Fig. 1) 
and between 10 and 20 grams (Fig. 2). Such discontinuity seems to 
bo dependent upon the change in growth rate ; and the discrepancy 
is greater in the tail than in the trunk, as is clearly indicated by the 
constant in (5) and in (6). The relative length of the tail to the 
trunk increased with the increase of the total length and reached the 
maximal ratio at 10.5 cms. of the body length, which corresponds to 
the length at which the discontinuity occurred (Figs. 1, 2, 3). The 
fresh weight of the integument increased with acceleration in the 
animals below 15 grams and reached the maximum at 15.5 grams 
(without sand). From these facts, it may well be supposed that some 
changes in growth rate and also in general metabolism occurred in 
the animals of about 30 grams (with sand) or of 10--20 grams (without 
sand). In the older animals, the content of the alimentary canal 
decreases parallel to the regressive activity (Fig. 5, 6). 
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6. SUMMARY. 

1. When the anknal is brought into the air, we can measure the 
body length under the same conditions (under the conditions that the 
animal has practically the same physiological length). The body length 
or its parts are expressed for the given body weight without sand 
by the equation, 

L=kW^ 

where L is body length in cms., W body weight without sand in grams 
and k the constant; for the given body weight with sand by the 
equation, 

L-=kWa^ 

where Ws is body weight with sand in grams, and L total body 
length in cms. 

2. The relative length of the tail to the trunk becomes maximal 
at the total body length of 10.5 cms. 

3. The relation of the body weight for the given weight of fresh 
integument is expressed by 

where I is the fresh weight of integument in grams and k, k! the 
constants. 

4. The contents of the alimentary canal are chi(;fly composed of 
ingested sand. We can calculate approximately this sand content 
from the body weight by the equation 

where S is sand content in grams. The sand content decreases in 
the older animals in comparison with the younger animals. 

1 desire to express my indebtness to Prof. Hatai for his kind 
direction and encouragement. I am also indebted to Prof. E. Nomuka 
for his kindness in giving me valuable criticism. 
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Table 8. 

Body weight and body length. 
Specimens collected at Moura in 1926. 
^denotes specimens collected at Kugurisaka in 1927. 
Ws : body weight with sand in grams. 

L : body length in cms. 


Ws 

L 

Ws 

L 

Ws 

L 

Ws 

L 

1.46 

3.9* 

16.76 

7.2 

39.26 

18.2 


14.9 



16.12 

7.6 



66.79 

13.1 

1.66 

3.9* 

16.14 

9.0 

41.20 

12.6 

56.89 

12.6 

1.82 

3.7* 

17.14 

7.9 

41.70 

10.9 

67.37 

13.1 

1.91 

.3.8* 

17.80 

8.1 

41.86 

12.7 


16.7 

2.00 

3.7* 

18.12 

7.1 

43.06 

11.0 

68.13 

13..3 

2.67 

3.6* 

19.74 

6.6 

43.64 

11.8 

68.77 

13.0 

2.6,S 

3.6» 

19.96 

8.4 

43.61 


69.14 

14,8 

2.74 

3.6* 



44.17 

12.6 


14.7 

2.85 

4.2^ 

20.37 

7.3 

44.89 

12.8 



V oo 

... *I*J 

4.3* 

21.64 

8.9 

46.19 

12.9 

61.07 

13.1 

3.86 

4.2'" 



46.60 

12.8 

62.10 

12.7 

.3.. “16 

4.1* 


hjKH 

45.73 

11.1 

63.77 

13.0 

3.49 

4.2* 

TtTm 

■afl 


13.6 

64.04 

12.6 

3.79 

6.4 

24.66 

9.3 


13.7 


14.7 

;i.86 

6.6 

24.86 

0.8 

47.17 

12.6 

64.16 

12.7 

4.17 

5.1* 

26.18 

10.5 

47.84 

12.4 

64.89 

14.9 

4.18 

6.1* 

16.23 

10,2 


12.6 

66.27 

14.6 

4.84 

4.7* 

26.94 

9.8 

48.11 

15.6 


16.1 

6.29 

4.9 

27.43 

8.8 

48.29 

14.1 

66.94 

11.6 

6.64 

4.8* 

28. (JO 

8.3 


12.6 

66.26 

14.7 

6,67 

6.7 

28.67 

10.9 

49.50 

13.5 

60.82 

16.1 

6.48 

6.6 





67.24 

12.6 

7.25 

6.2 

.30.46 

9.3 


12.3 

67.74 

16.0 

7.29 

6.3 

.30.69 

8.7 


13.7 

68.67 

14.2 

7.82 

7.1 

32.06 

12.0 


13.6 



8.44 

7.0 

.<12.69 

10.2 

50.64 

16.8 

70.91 

16.2 

9.39 

7.4 

33.30 

12.8 

62.14 

14.2 

72.. 32 

16.7 

9.89 

6.0 

33,77 

10.4 

62.29 


72.61 

18.9 

9.90 

6.8 j 

33.83 


62.3 

13.2 

73.66 

14.6 



34.00 


62.37 

14.8 

76.44 

16.6 

10.60 

7.9 

,34.29 


62.61 

14.7 

76.86 

15.0 

11.43 

7.3 

.34.32 

Boi^H 

63..36 

1.3.9 

76.62 

16.0 

11.62 

6.6 

34.86 

11.1 

53.46 

12.1 

76.66 

16.3 

11.81 

7.6 

36.15 

13.2 

53.71 

13.3 

76.71 

16.2 

11.88 

6.5 

36.67 


53.76 

1.H.7 



13.87 

6.6 

36.69 


64.00 

13.6 

82.70 

16.2 

14.78 

7.3 

.37.41 


64.61 

13.6 

82.79 

16.0 

16.11 

7.9 

37.93 

B 


13.8 

86.19 

15.9 

16.25 

8.7 

38.30 

12.6 

64.79 

14.1 

86.66 

16.4 

15.49 

8.2 

.38.99 



14.4 



16.63 

8.0 

39.19 



13.9 

93.01 

16.1 
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Table 9. 

Body weight and body length. 
S;>ecimens collected at Moura in 1927. 
* denotes specimens collected at Kugurisaka in 1927. 

W ; body weight without sand in grams. 

L ; lH)dy length in cms. 


w 

L 

W 

L 

W 

L 

W 

L 

W 

L 

0.8 C 

.3.0* 



I2 . r>2 

8.4 

24.01 

11.1 

.32.22 

14.9 

1.00 

3.7* 

6.02 

6.8 

12.68 

8.6 

24.07 

13.6 

32,28 

13.7 

I.OJ 

3.9* 

5.07 

6.5 

13.29 

8.3 

24.16 

10.5 

.32.42 

14.8 

I.Ofi 

3.1* 

5.15 

7.9 

13.48 

6.5 

24.62 

II . 4 

32.55 

13.9 

1.06 

3.6* 

6.60 

6.1 

14.40 

8.9 



.32.87 

14.3 

1.06 

3.!(» 

6.63 

6,0 

14.92 

10.6 

26.08 

11.2 

32.91 

11.7 

1.21 

3.1* 

6.63 

7.0 

14.96 

10.9 

25.20 

11.5 

33.04 

11.0 

1.22 

;!.8* 

6.74 

6.9 



26.96 

12.6 

.33.20 

13.6 

1.24 

3.6* 

6.01 

6.6 1 

16.67 

9.3 

26.03 

12.6 

33.57 

14.1 

1.28 

3.7 

6.28 

6.0 

16.16 

10.0 

26.10 

12.7 

3.3.68 

12.0 

1.33 

3.7* 

6.62 

7.4 

16.26 

9.2 

26.16 

10.6 

.3.3.67 

14.1 

1.42 

3.6* 

6.76 

7.2 

16.44 

10.3 

26.2') 

11. c > 

.3.3.96 

12.9 

1.60 

4.1* 

7.23 

6.7 

16.66 

9.2 

20.31 

12.6 

34.03 

12.4 

1,6.3 

3.2* 

7.06 

7.3 

16.77 

9.3 

26.69 

12.0 

84.19 

3 

1.64 

4.2* 

7.67 

6.9 

16.63 

8.3 

20.00 

1.3.6 

34.21 

13.0 

1.60 

3.2* 

7.74 

6.5 

17.04 

9.3 

26.76 

15 J .4 

84.22 

1.3.2 

1.61 

8.8* 

8.00 

6.6 

17.19 

9.8 

27.09 

9.4 

.34.24 

II . 9 

1.68 

3.5* 

8.24 

7.6 

17.18 

10.1 

27.62 

13.6 

34.. 34 

11.0 

1.68 

4.2* 

8.43 

8.2 

17.47 

10.4 

27.70 

11.0 

.34.39 

11.7 

1.68 

4.2* 

8.84 

8.0 

17.49 

10.2 

28.06 

10.0 

34.77 

12.6 

1.86 

4.2* 

8.84 

7.6 

17.63 

10.7 

28.15 

13.7 



1.9 J 

4.2» 

8.86 

7.9 

17.88 

10.9 

28.41 

11.8 

.36.01 

16.6 

1.99 

3.9* 

8.93 

7.3 

17.97 

9.7 

28.62 

14.4 

35.06 

12.5 

2.11 

4.1 

8.97 

8.7 

18.49 

9.7 

28.04 

12.6 

35.06 

13.9 

2 32 

5.1* 

9.18 

6.5 

18.61 

9.8 

28.75 

12.9 

36.29 

11.7 

2.37 

5.1* 

9.21 

9.0 

18.68 

11.1 

28.97 

12.2 

86.69 

13.1 

2,64 

4.3 

9.31 

6.6 

18.70 

10.2 

29.04 

1.3.6 

38,94 

13.4 

2.85 

4.7* 

9.36 

7.1 

16.92 

8.8 

29.22 

11.1 

.36.00 

12.3 

2.88 

6.6 

9.66 

6.4 

18.97 

13.2 

29.24 

15.8 

.36.08 

13.0 

2.89 

4.6* 

9.85 

7.2 

19.06 

10.4 

29.40 

14.1 

36.20 

13.2 

2.99 

5.4 



19.13 

11.1 

29.42 

11.6 

36..3.3 

14.9 

3.28 

4.8* 

10.01 

7.6 

19.18 

10.3 

29.48 

13.8 

.36.67 

12.6 

3.29 

6.5 

10.13 

8.1 

19.65 

10.3 

29.73 

11.1 

37.02 

13.5 

3.47 

6.6 

10.14 

7.5 



29.87 

12.8 

37,20 

12.8 

3.68 

4.9 

10.30 

8.1 

20.22 

8.7 

29.88 

12.9 

37.29 

13.4 

3.82 

5.5 

10.71 

7.2 

20.27 

12.0 



37.33 

12.4 

3.87 

4.5 

10.71 

7.2 

20.92 

12.2 

30.25 

11.6 

.37.8.3 

12.8 

4.03 

6.3 

10.53 

7.9 

21.01 

11.3 

.30.30 

14.8 

.37,99 

12.9 

4.05 

4.6 

10.85 

7.3 

21.08 

14.0 

30.61 

14.7 

.36.10 

13.6 

4.10 

6.7 

11.36 

8.3 

21.19 

10.9 

31.03 

12.1 

88.31 

14.2 

4.13 

5.2 

11.60 

8.7 

21.89 

12.1 

.31.43 

9.4 

38,42 

13.0 

4.29 

7.1 

11.65 

8.4 

22.06 

13.3 

31.00 

13.7 

.38.4.3 

16.1 

4.65 

6.2 

12.20 

8.1 

22.15 

11. 1 

31.74 

13.0 

38.46 

13.0 

4.63 

6.3 

12.23 

9.3 

22,74 

10.7 

31.78 

1.3.3 

38.82 

14.2 

4.65 

6.7 

12.41 

8.0 

23.81 

10.2 

31.90 

10.6 

39.07 

14.1 

4.77 

5.8 

12.46 

8.5 

23.86 

10.9 

31.91 

13.6 

39.10 

11.6 
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w 

L 

w 

L 

W 

L 

W 

L 

W 

L 

S9.12 

12.2 

41.41 

14.7 

48.46 

13.8 

47.96 

13.7 

61.86 

18.6 

80.16 

18.1 

41.46 

12.4 

48.77 

11.7 

48.02 

14.2 

63.62 


80.80 

12.8 

41.06 

14.4 

44.89 

18.0 

48.16 

16.6 

64.32 

16.8 

39.68 

12.3 

41.61 

14.9 

44.98 

elh« 

48.81 

18.9 



80.86 

12.7 

41.00 

12.6 



40.6.8 

16.1 

68.02 

16.9 

30.02 

12.7 

42.16 

14.2 


16.7 

49.67 

14.6 

58.20 




42.19 

18.6 

46.82 

11.6 



58.88 

16.2 

40.10 

18.7 

42.40 

12.7 


16.2 

60.22 

14.6 



40.20 

11. S 

42.70 

14.6 

46.26 

15.1 

60.68 


63.. 34 

16.4 

40.40 

16.7 

42. 9C 

18.1 

46.36 

16.0 

60.77 

14.6 



40.46 

12.6 

48.38 

12.6 

47.18 

11.8 

50.89 

16.2 

67.27 

16.1 

41.26 

12.9 










Table 10 . 

Body length. 

Specimens collected at Moura in 1926. 
^denotes specimens collected at Kugurisaka in 1927. 
Ltr : trunk length in cms. 

Lta : tail length in cms. 

L : total body length (Ltr Lta) in eras. 


Ltr 

Lta 

L 

Ltr 

Lta 

L 

Ltr 

Lta 

L 

Ltr 

Lta 

L 

2.0 

1.0 


8.0 

1.6 

4.6* 

4.1 

2.6 

6.6 

6.1 

8.0 

8.1 

2.1 

1.0 


3.0 

7.7 

4.7* 

4.1 

2.6 

6.7 

5.2 

2.9 

8.1 

2.0 

1.1 


8.2 

1.6 

4.8* 

4.4 

2.4 

6.6 

6.0 

3.1 

8.1 

2.0 

1.2 


8.6 

1.4 

4.0 

4.1 

2.6 

6.7 

5.4 

2.8 

8.2 

2.3 

0.9 

3.2* 




4.6 

2.2 

6.8 

5.6 

2.7 

8.3 

2.6 

1.0 

3.6* 

8.2 

1.9 

6.1 

4.2 

2.7 

6.0 

6.7 

2.6 

8.3 

2.3 

1.2 

3.6* 

3.3 

1.8 

6.1 

4.5 

2.4 

6.0 

5.6 

2.7 

8.3 

2.4 

1.2 

8.6* 

3.2 

1.0 

5.1 




6.8 

2.6 

8.4 

2.4 

1.2 

3.6* 

.8.4 

1,8 

5.2 

4.4 

2.6 

7.0 

5.8 

3.1 

8.4 

2.4 

1.8 

3.7* 

.8.8 

2.0 

5.8 

4.7 

2.8 

7.C 

6.2 

8.8 

8.5 

2.3 

1.4 

3.7* 

3.4 

2.0 

5.4 

4.4 

2.7 

7.1 

6.1 

3.6 

8.6 

2.7 

1.0 

3.7 

3.8 

1.7 

5.5 

4.6 

2.6 

7.1 

6.6 

8.2 

8.7 

2.7 

1.1 

8.8* 

8.8 

1.8 

6.6 

4.6 

2.7 

7.2 

6.6 

3.1 

8.7 

2.6 

1.2 

3.8* 

8.9 

1.7 

5.6 

4.7 

2.6 

7.2 

6.7 

8.0 

8.7 

2.6 

1.8 

8.0* 

3.7 

2.0 

6.7 

4.9 

2.4 

7.8 

6.3 

2.6 

8.8 

2.6. 

1.8 

8.0* 

8.7 

2.1 

5.8 

4.6 

2.8 

7.3 

6.6 

3.4 

8.9 

2.6 

1.8 

8.0* 




4.0 

2.4 

7.8 







4.1 

1.0 

6.0 

5.8 

2.1 

7.4 

6.1 

2.0 

9.0 

2.6 

1.6 

4.1* 

4.3 

1.0 

6.2 

4.8 

2.7 

7.5 

6.6 

8.6 

0.2 

2.8 

1.8 

4.1 

4.0 

2.8 

6.8 

4.0 

2.7 

7.6 

6.7 

8.6 

0.8 

2.61 

1.7 

4.2* 

4.6 

1.7 

6.8 

6.0 

2.6 

7.6 

6.1 

8.2 

9.8 

8.1 

1.1 

4.2* 

4.6 

1.9 

6.4 

6.7 

2.2 

7.0 

6.0 

8.8 

9.3 

8«1 

1.1 

4.2* 

4.4 

2.1 

6.6 

6.0 

2.0 

7.0 

5.6 

8.8 

0.8 

2.8 

1.4 

4.2* 

4.0 

2.6 

6.5 

6.4 

2.6 

7.0 

6.0 

8.6 

9.4 

8.0 

1.8 

4.8* 

4.6 

1.9 

6.6 

4.6 

3.1 

7.6 

6.0 

8.4 

9.4 

8.0 

l^S 

4.6 

4.4 

2.1 

6.6 




6.2 

8.6 

0.7 

8.2 

1.8 

4.6 

4.4 

2.2 

6.6 

6.8 

2.7 

8.0 

6.8 

2.0 

9.7 

8.1 

1.4 

4.6 

4.3 

2.3 

^.6 

6.0 

3.0 

8.0 

6.0 

8.0 

9.8 
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Ltr 

Lta 

L 

Ltr 

Lu 

L 

Ltr 

Lta 

L 

Ltr 

Lta 

L 

6.3 

3.6 

9.8 

6.6 

6.0 

11.6 

8.0 

4.9 

12.9 

8.7 

5.4 

14.1 




6.6 

6.2 

11.7 

8.2 

4.7 

12.9 

9.3 

4.8 

14.1 

6.0 

4.0 

10.0 

7.7 

4.0 

11.7 

7.7 

6.2 

12.9 

8.8 

5.4 

14.2 

6.1 

4.0 

10.1 

7.0 

4.7 

11.7 

8.4 

4.5 

12.9 

8.2 

6.0 

14.2 

6.8 

8.4 

10.2 

7.0 

4.7 

11.7 




8.8 

5.9 

14.2 

6.2 

4.0 

10.2 

7.6 

4.3 

11.8 

8.0 

5.0 

13.0 

8.8 

5.9 

14.2 

6.9 

3.3 

10.2 

7.6 

4.4 

11.9 

8.1 

4.9 

13.0 

9.3 

5.0 

14.3 

6.4 

3.9 

10.3 

7.2 

4.7 

11.9 

7.8 

5.2 

13.0 

9.2 

5.2 

14.4 

6.7 

4.6 

10.3 




8.0 

5.0 

13.0 

0.6 

4.8 

14.4 

e.4 

3.0 

10.3 

7.8 

4.2 

12.0 

8.5 

4.5 

13.0 

9.5 

6.0 

14.5 

6.6 

4.8 

10.4 

7.6 

4.4 

12.0 

8.4 

4.7 

13.1 

8.4 

6.2 

14.5 

6.5 

8.9 

10.4 

6.9 

6.1 

12.0 

8.3 

4.9 

13.1 

9.1 

5.5 

14.6 

6.4 

4.1 

10.6 

6.9 

6.2 

12.1 

8.8 

4.3 

13.1 

9.7 

4.9 

14.6 

6.8 

.3.7 

10.6 

8.3 

8.8 

12.1 

7.7 

5.5 

13.2 

9.7 

6.0 

14.7 

6.8 

3.8 

10.6 

7.9 

4.8 

12.2 

8.9 

4.3 

18.2 

9.6 

5.2 

14.7 

6.5 

4.1 

10.6 

6.4 

6.8 

I2.a 

9.0 

4.2 

13.2 

9.6 

6.1 

14.7 

6.0 

4.6 

10.6 

7.4 

4.8 

12.2 

8.2 

5.0 

13.2 

9.3 

5.5 

14.8 

6.3 

4.4 

10.7 

8.2 

4.1 

12.3 

8.3 

6.0 

13.3 

9.6 

5.2 

14.8 

6.7 

4.0 

10.7 

8.0 

4.3 

12.3 

8.1 

5.2 

13.8 

9.7 

5.2 

14. » 

6.9 

4.0 

10.9 

7.7 

4.6 

12.3 

8.8 

6.0 

13.3 

9.7 

5.9 

14.9 

6.8 

4.1 

10.9 

7.7 

4.6 

12.8 

8.4 

6.0 

13.4 

9.8 

5.1 

14.0 

6.8 

4.1 

10.9 

8.8 

4.1 

12.4 

8.8 

4.6 

13.4 




6.7 

4.2 

10.9 

7.6 

4.9 

12.4 

8.6 

4.9 

13.5 

9.5 

5.5 

16.0 




7.6 

4.8 

12.4 

8.3 

5.2 

13.5 

9.8 

5.2 

16.0 

6.9 

4.1 

11.0 

7.4 

6.0 

12.4 

9.5 

4.0 

13.6 

9.6 

5.5 

16.0 

7.1 

8.9 

11.0 

7.6 

6.0 

12.5 

7.9 

5.7 

13.6 

9.0 

6.0 

15.0 

6.4 

4.7 

11. 1 

7.4 

6.1 

12.6 

7.8 

5.8 

13.6 

9.2 

5.9 

15.1 

7.3 

3.8 

11.1 

8.4 

4.1 

12.5 

8.4 

5.2 

13.6 

8.8 

6.3 

16.1 

6.3 

4.8 

11.1 

8.7 

8.8 

12.5 

8.8 

4.8 

13.6 

8.8 

6.3 

16.1 

7.0 

4.1 

11. 1 

6.7 

6.8 

12.6 

9.7 

3.9 

13.6 

9.8 

5.8 

16.2 

6.3 

4.8 

11.1 

7.8 

4.8 

12.6 

8.5 

5.2 

13.7 

10.1 

6.1 

16.2 

7.0 

4.1 

11.1 

7.2 

6.4 

12.6 

8.7 

5.0 

IS.7 

10. 1 

5.1 

16.2 

6.7 

4.6 

11.2 

7.6 

6.1 

12.6 

7.7 

6.0 

13.7 

lO.O 

5.2 

15.2 

6.4 

4.9 

11.3 

8.0 

4.6 

12.6 

8.2 

5.5 

18.7 

9.4 

5.9 

16.3 

6.7 

4.6 

11.3 

8.6 

4.1 

12.6 

9.5 

4.3 

13.8 

9.9 

5.5 

16.4 

6.8 

4.6 

11.3 

8.0 

4.7 

12.7 

8.2 

5.7 

13.9 

9.8 

5.8 

15.6 

7,1 

4.3 

11.4 

7.4 

6.3 

12.7 

8.5 

5.4 

13.9 

9.6 

6.2 

16.7 

7.1 

4.4 

11.6 

8.1 

4.6 

12.7 

8.8 

5.1 

18.9 

9.8 

5.9 

15.7 

7.7 

8.8 

11.6 

8.1 

4.6 

12.7 

8.6 

5.3 

13.9 

10.6 

5.3 

15.8 

7.6 

4.0 

11.6 

7.8 

4.9 

12.7 




10.5 

6.4 

15.9 

6.6 

6.0 

11. 6 

7.3 

6.6 

12.8 

9.0 

5.0 

14.0 




7.2 

4.0 

11.6 

7.8 

6.0 

12.8 

9.0 

5.0 

14.0 

10.0 

6.0 

16.0 

7.8 

.3.8 

11.6 

9.2 

3.6 

12.8 

8.6 

5.6 

14.1 

10.1 

6.8 

16.9 

5.6 

6.0 

11.6 

7.7 

6.2 

12.9 

9.1 

5.0 

14.1 
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Table 11. 

Body weight without sand (W) and the weight of fresh integument (I), 
both expressed in grams. Specimens collected at Moura in 1926. 


w 

I 

W 

I 



W 

I 

W 

I 

1.28 

0.29 

12.20 

1.61 

24.15 

6.33 

83.68 

6..34 

41.26 

7.79 

2.11 

0.67 

12.23 

3.00 

24.62 

6.28 

.33.67 

6.91 

41.45 

7.67 

2.64 

0.67 

12.62 

2.34 

24.78 

6.28 

33.95 

6.94 

41.51 

6.92 

2.88 

0.87 

12.46 

.3.93 



.34.19 

7.04 

41.90 

8.07 

2.99 

0.80 

12.68 

3.20 

25 08 

6.64 

34.21 

6.02 

42.06 

8. .33 

. S .29 

0.89 

13.29 

2.60 

25.26 

4.76 

34.34 

4.97 

42.07 

7.09 

3.47 

0.68 

13.48 

. S .8 I 

26.. 36 

5.63 

.34.39 

6.29 

42.19 

8.62 

.^.58 

0.94 

14.46 

2.66 

26.96 

4.84 

34.62 

6.30 

42.15 

7.36 

3.82 

0.86 

14.92 

3.83 

26.10 

5.66 

84.77 

6.78 

42.40 

10.62 

.3.87 

0.81 



26.26 

7.78 

.34.24 

4.65 

42.96 

6.8.3 

4.05 

0.72 

16.67 

4.35 

26.16 

6.72 



43.38 

8.16 

4.10 

1.26 

16.16 

6.16 

26.31 

6.66 

!«>,01 

6.11 

43.45 

6.96 

4.1.3 

0.69 

16.26 

3.9.3 

26.60 

6.40 

35.06 

6.78 

4.3,77 

10.02 

4.67 

0.90 

16.44 

3.77 

26. 86 

6.40 

36.06 

6.66 

44.24 

7.87 

4.63 

1..37 

16.6.3 

3.09 

27.09 

6.74 

36.29 

6.46 

44.98 

7.. 31 

4.66 

0.90 

16.66 

3.25 

27.62 

6,87 

.36.09 

6.84 

44.98 

7.17 

4.77 

1.24 

16.77 

3.64 

27.73 

6.70 

: i 5.87 

7.90 





16.92 

.3.78 

27.76 

3.43 

.36.94 

6.21 

! 46.00 

9.32 

6.02 

0.41 

17.04 

2.89 

28.06 

6.76 

36.00 

6.82 

46.26 

9.07 

6.07 

0.96 

17.18 

4.84 

28.52 

8..38 

.36.08 

8.22 

46.35 

7.08 

6.16 

0.88 

17.19 

3.74 

28.64 

6.36 

36.3,3 

6.91 

47.18 

10.99 

6.50 

1.22 

17.47 

6.16 

28,76 

6.67 

.‘’,6.49 

7.23 

47.. 37 

9.37 

6.68 

0.74 

17.49 

2.76 

28.97 

7. .38 

36.67 

7.70 

47.96 

8.68 

6.68 

2.04 

17.63 

6.81 

29,04 

6.77 

37.02 

8.66 

48.02 

8.70 

6.74 

1.41 

17.88 

3.30 

29.24 

6.37 

37.04 

6.83 

48.16 

9.03 

6.01 

0.99 

17.96 

3.79 

29.40 

6.67 

.37.19 

8.61 

48.31 

11.10 

6.62 

0.92 

19.06 

4.73 

29.42 

8. .31 

37.20 

6.62 

48.41 

8.20 

7 . 23 

1.40 

19.13 

7.06 

29.54 

9.70 

.37.29 

6.66 ! 

48.62 

10.24 

7.66 

1.00 1 

19.18 

6.92 

29.66 

6.29 

37.33 

7.38 

49.6.3 

7.16 

7.67 

1.28 I 

19.48 

4.68 

29.73 

4.66 

.37.33 

7.91 

49.67 

9.91 

7.71 

0.90 

18.49 

2.49 

29.87 

6.62 

37.99 

6.73 

49.65 

7.42 

7.78 

1.97 

18.61 

.3.00 

29.88 

7.30 

.38.10 

6.44 



8.00 

1.92 

18.67 

4.34 



58.31 

7.67 

60.22 

8.66 

8.43 

1.18 

18.68 

7.06 

30.25 

6.46 

38.42 

7.24 

60.68 

8.68 

8.67 

1.13 

18.70 

3.67 

50,30 

6.54 

38.4.3 

9.47 

60.77 

8.76 

8.84 

1.74 

18.97 

7.79 

30.51 

7.32 

38.46 

6.99 

61.36 

9.28 

8.86 

1.39 



31.03 

6.41 

38.82 

6.32 

62.69 

9.30 

8.97 

1.45 

20.27 

6.51 

31.43 

6.24 

39.10 

5.80 

63.52 

9.20 

9.18 

1.26 

21.01 

3.23 

.31,60 

6.81 

.39.16 

8.06 

64.32 

10.54 

9.21 

1.77 

21.19 

3.76 

51.71 

7.46 

39.26 

6.89 

64.84 

11.84 

9.31 

1.46 

21.89 

8.04 

51,74 

6. 58 

59.48 

8.36 

64.98 

11.04 

9.36 

2.07 

22.06 

6.68 

31.91 

6.18 

59.71 

8.14 



9.66 

1.83 

22.06 

5.38 

32-22 

7.38 

39.71 

7.31 

66.96 

9.70 

9.86 

3.18 

22,16 

5.27 

32.42 

7.94 

39.92 

8.54 

56.21 

18.94 



22.16 

.3.26 

32.55 

8.80 



63.20 

9.46 

10.01 

1.36 

23.29 

4.64 

32.58 

7.42 

40.10 

7.21 

68.33 

8.60 

10.13 

1.91 

23.81 

5.48 

32.87 

6.31 

40.20 

7.79 

68.78 

10.50 

10.14 

1.86 

23.86 

5.01 

32.91 

6.41 

40.40 

8.62 

68.02 

11.44 

10.80 

2.24 

23.86 

6.93 

83.04 

8.38 

40.46 

6.02 



10.68 

1.81 

23.87 

4.18 

.33.11 

7.98 

40.74 

7.01 

6.3.. 34 

9.11 

10.86 

1.87 

24.07 

6.41 

88.20 

7.78 

41.05 

7.19 



11.36 

2.48 

24.01 

5.28 

83.57 

6.58 

41. .30 

8.05 
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Table 12. 

Body weight with sand (Ws) and sand in the alimentary canal (S^, lx>th 
expressed in grams. Specimens collected at Moura in 1926. 

* denotes specimens collected in 1927. 
denotes sp<*cimens collected at Kugurisaka in 1927. 


Ws 

S 

Ws 

s 

Ws 

S 

Ws 

s 

Ws 

S 

1.46 

0.46»» 

16.11 

6.26 

.^3.8.3 

9.49 

48.11 

13.10 

69.43 

18.02 

1.66 

0.49** 

16.26 

6.28 

.34.00 

14.36 

48.20 

14.74 

69.86 

19.91 

1.66 

0.60*** 

15.49 

7.06 

.34,29 

16.82 

48.29 

14.72 



1.71) 

0.71** 

16.63 

6.77 

.34.32 

11.68 

48.80 

20.10 

00.10 

19.42 

1.82 

0.49** 

16.76 

6.06 

34.86 

10.66 

49.60 

12.48 

61.07 

18.11 

1.91 

0.60** 

16.12 

7.28 

34.88 

11.01 



61.14 

15.39 



16.14 

6.93 

34.90 

12.41 

60..3-J 

IS. 08 

61.84 

22.58 

2.00 

LOO** 

17.14 

6.61 

36.15 

13.19 

60.42 

24.44^ 

62.10 

22.25 

2.67 

],33»* 

17.80 

6.60 

36.67 

14.48 

60.60 

18.89 

63.77 

27.69 

2.63 

0.67»» 

18.12 

8.76 

.36.61) 

18.81 

60.62 

21.68 

64.04 

23.68 

2.74 

LS2** 

18.26 

4.87* 

37.41 

10.66 

60.64 

21.40 

64.16 

24.24 

2.86 

1.81** 

18.96 

6.20* 

37.67 

12.14* 

62.14 

13.83 

64.79 

16.88 

3.22 

LS7** 

19.74 

6.26 

.37.93 

11.62 

62.29 

16.06 

64.89 

23.38 


1.44»* 

19.96 

8.31 

38.30 

12. .34 

62.30 

18.08 

66.27 

22.64 

3.36 

1.86** 



38.42 

18.99 

62..37 

19.96 

66.60 

19.34 

3.49 

1.81** 

20.16 

6.33* 

38.99 

12.39 

62.61 

21.94 

65.94 

20.69 

3.79 

1.64 

20.37 

9.82 

39.19 

18.27 

62.91 

20.. 32 

66.26 

26.22 

:5.86 

0.97 

20.66 

8.32* 

39.26 

10.29 

63.09 

16.60 

66.82 

28.39 

4.17 

1.86** 

21.64 

7.18 

38.78 

22.82* 

63.36 

20.59 

67.24 

23.. 38 

4.18 

1.81** 

21.76 

7.46 



63.46 

22.43 

67.74 

22.76 

4.84 

1.96** 

22.61 

9.26* 

40.60 

10.96 

63.71 

21.93 

68.67 

26.42 

6.29 

1.71 

23.96 

7.70 

41.20 

16.17 

63.76 

22.16 



6.64 

2.26** 

26.18 

10.26 

41.36 

16.73 

63,79 

16.60 

70.40 

22.03 

6.67 

1.67 

24.63 

6.66 

41.70 

17.84 

63.92 

14.83* 

70.91 

24.82 

6.48 

3.01 

24.66 

7,89 

41.86 

16.76 

64.00 

22.09 

72.32 

27.82 

7.26 

2.70 

24.86 

7,66 

42.52 

17.74 

64,30 

16.81* 

72.34 

23.82 

7.29 

3.26 

26.23 

8.74 

42.83 

15.81* 

64.32 

21.74 

72.61 

28.22 

7.36 

2.71* 

26.94 

8.83 

43.06 

18.61 

64.61 

16.61 

73.66 

23.43 

7.82 

3.53 

27.4.S 

10.61 

43.51 

16.61 

64.77 

26.29 

76.44 

27.29 

8.44 

2.81 

27.68 

12.69* 

43.64 

16.13 

64.79 

16.72 

76.86 

26.17 

9.39 

2.87 

28.0(1 

11.37 

43.76 

11.39* 

64.94 

26.42 

76.62 

23.00 

9.89 

4.26 

28.67 

13.61 

44.23 

17.25 

66.41 

21.03 

76.66 

22.32 

9.90 

4.88 



44.63 

14.72* 

66.64 

20.21 

76.71 

26.82 



.30.46 

13.16 

44.89 

16.02 

66.79 

21.10 

79.29 

22.69 

10.60 

6.35 

30.69 

10.47 

46.10 

17.36 

66.89 

14.99 



10.62 

2.91 

31.28 

12.61 

46.19 

16.10 

67.81 

21.42 

82.70 

24.37 

11.43 

3.78 

.31.33 

12.20* 

46.22 

16.67 

67.39 

18.24 

82.79 

24.60 

11.62 

6.61 

31.49 

9.81* 

46.50 

19.90 

67.40 

17.00 

86.19 

27.17 

11.81 

3.67 

32.06 

11.78 

46.73 

16.51 

67.66 

16.68 

86.01 

29.78 

11.88 

5.12 

32.60 

13.99 

46.21 

18.69 

f.7.94 

16.88 

86.66 

22.86 

12.84 

5.25* 

83.09 

11.03 

47.04 

11.93* 

68.13 

23.94 



13.28 

8.83* 

.3.3.15 

14.10 

47.08 

19.88 

68.32 

17.79 

93.01 

26.84 

13.69 

4.92 

3.3.. 30 

12.79 

47.17 

12.40 

68.77 

20.82 



13.87 

4.69 

33.73 

13.44* 

47.84 

13.81 i 

69,14 

28.84 



14.78 

6.85 

33.77 

14.71 

48.00 

16.26 

69.22 

21.69* 




3.91 10.5 
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Table 13. 

Correlation between the body weight and the body length. 
Ws : Elody weight with sand in grams. 

L : Body length in oms. 
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Table 14. 

(Correlation between the body weight and the body length. 
W : Body weight without sand in grams. 

L : Body length in cms. 
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T. YAMANOUCHI 


Table 15. 

Correlation between the body length and the trunk length. 
L ; Total body length in cms. 

Ltr : Trunk length in cms. 





















STATISTICAL STUDY ON Caudina chitemis 


357 


Table 16. 

Correlation between the body length and the tail length. 
L : Total body length in cms. 

Lta : Tail length in cms. 
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Table 17. 


Corrriation between the body weight and the integument. 
W : Body weight without sand in grams. 

I : Fresh weight of the integument in grams. 
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Table 18. 

Correlation between the body weight and the sand 
in the alimentary canal. 

Ws : Body weight with sand in grams. 

S : Sand in the alimentaiyr canal in grams. 















































Study of Euryale ferox Salisb. 

IV. On the Rate of Growth of the Lamina.^) 

By 

Y6nosukk Okada. 

(Biological Institute. Tfihoku Imperial University, Sendai.) 

(With Plates XIII-XIV). 

Introduction. Euryale ferox Sausb., one of the largest leaf-bearing 
plants grown in Japan proper, enjoys a most luxurious growth in some 
localities in the Prefecture of Toyama, viz, in Zyunityogata (-f'HBJ’ 
and in Takaoka where it is not a rare occurrence that 

as large leaves as those of Victoria regia are observed. On this fact 
I have already reported in my previous paper’’. It is indeed a 
magnificent sight, in the midst of the vegetative season, to see their 
gigantic leaves overspreading the water surface (PI. XIII). Not less 
noticeable is the rapid rate of growth with which the leaf anlage 
attains to the fully grown size in the course of only a few days. It 
is generally rt!Cognized that the growth of aqueous plants is executed 
with much rapidity as a general rule,'’ yet the case of Euryale may 
be accepted to be one of the most remarkable examples, so that it 
may be worth while, from the biological point of view, to study the 
actual rate of growth of the lamina. The following paragraphs are 
mainly the results of my study at Zyunityogata last summer. 

On the season of the vigorous growth. So far as the observations 

OThe cost of the study was partly defrayed by the Subsidy to Promote the Study 
of Natural Sciences, from the Department of Education, for which I wish to 
express my thanks. 

-)Okaua, Y. 1928. Study of Euryale ferox Salish. I. On the Sue of l.,eaves, 
Fruits, etc., with some Remarks on the Mode of Expansion of the Leaf Blade. 
Sci. Rep., Tbhoku Imp. Univ., Sendai, Sei. t Vol. ,3, pp. 271-278. See also: 
Japanese Department of Home Affairs. 1926. Preservation of Natural Monu- 
ments in Japan, p. 14; Matoha, H. 1925. “ Onibasu ” (Euryale ferox Sausb.) 
(text in Jap.) pp. 16-17. 

'''Gokbki., K. 1893. Pflanxenbiol. Schild. 2 Teil, 2 Lief., Wasserpflanzen. p. 228. 
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up to this day are concerned, the largest leaves of Euryale appear 
from the end of August to as late as the middle of September. It 
may therefore be presumed that this period is the most favorable 
time for the vegetation. The real cause of this relationship must be 
highly complicated, and a comprehensive analysis cannot be made at 
all with mere observations. But taking into consideration that the 
temperature ' is the most effective of all the environmental factors 
influencing the growth rate of plants, it is not irrational to expect to 
find some relationships here between the temperature and the vegeta- 
tive vigour of Euryale. 

The body of the plant, in the main, is exposed partly to the water 
and partly to the atmosphere, so that we must take into account 
both of these surrounding media in considering the temperature rela- 
tion. Of these two, for the atmospheric temperature, we can resort 
to the record of the Husiki Meteorological Observatory (some 9 km. 
from Zyfinitydgata), which tells that the weekly average attains the 
maximal value usually in the second or the third week of August 
(Table 1). 


Table l. Weekly average of atm. temp, for August. 
(Husiki Meteorological Observatory) 


1 

1924 

1925 

1026 

1927 

1028 

1st week 

28.10 

26.40 

25.90 

25.47 

26.12 

2nd. „ 

27.67 

26.21 


25.69 

25.46 


27.70 

26.57 

25.47 

25.72 

26.67 


24.84 

26.06 

25.83 

25.60 

24.46 


As for the temperature of the water at the bottom (some 50 cm. 
deep), I have been favored by Mr. Matoba’s kind ^ort, a semimonth- 
ly record of one round year, according to which we know that the 
maximum (32.5'’C) takes place at about the beginning of September. 
(The complete record will be given in my later paper in connection 
with the study of the habitat.) From these two records it is suggested 
that the water temperature lags to some degree after the atmoi^heric 
temperature, and the plant body which is situated between these two 
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exhibits its full vigour of vegetative activity in the period between 
these two maxima. 

On the rate of the increase in the surface of the leaf blade. 
According to the above reasoning^ the latter half of August towards 
the beginning of September seems to be most fitted to study the 
growth of the lamina of Euryale, so that I made a visit to the Euryaler 
vegetation at Zyiinityogata at the end of August, and accomplished 
some measurements concerning the growth rate of the leaf blade. As 
a prolonged stay there was not afforded, and accordingly continuous 
study with one and the same material throughout the developmental 
course was not to be aimed at, I was compelled to res<^rt to measure- 
ment with random samples. For two days during my stay there, 
diameters of the leaf blades were measured twice daily at the 8th 
and 17th hours, and from these values, the areas of the surface 
(or to be more exact, the areas of the projection of the leaf blade on 
the water surface) were computed. 

The general outline of the lamina may be called roughly circular 
if we ignore such minor irregularities as the process at the leaf tip 
or the small insinuation at the base (PI. XIV). The diameters are, 
however, not perfectly equal in all directions, the one along the midrib 
(Textfig. 1, AB) being a little shorter than the one across (Textfig. 



Textfig. 1. Outline of the lamina. 
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Table 2 . Diameter and area of the leaf blade. 


Date and hour 

24/Vin, 

Sh. 

24/VIII, 

17h. 

25/VIII, 

8h. 

26/VIII, 

17h. 

26/VlII, 

8h. 

1 

Air 

S3.0® 

22.7® 

23,0® 

26.0® 

24.6® 

(d 

Water surface 

28.0“ 

28.7® 

26.0® 

29.0® 

27.3® 

1 

Water bottom 
(60 cm.) 

28.0® 

29.0® 

28.0® 

28.6® 

28.0® 


a. 

51 

66 

64 

69 

73 


b. 

62 

66 

68 


63 


c. 

67 

73 

81 

86 

89 

^cs 

d. 

78 


82 

83 

85 

a 

1 

(0 

e. 

129 

i.w 

131 

1.32 

1.32 

f. 

186 

i.ift 

1.39 

140 

141 

a 

ff. 

139 

141 

142 

143 

144 


h. 

167 

158 

158 

159 

159 


a. 

20.43 

24.63 

32.18 

37.39 

41.85 

dm. 

b. 

21.24 

23.76 

26.41 

28.28 

81.17 

c. 

85.26 

41.85 

61.5.3 

.50.74 

62.22 


d. 

47.78 

60.27 

52.80 

64.12 

66.74 


0 . 

130.7 

132.7 

1.S6J 

I.W.U 

1.36.9 

cd 

f. 

145.2 

14«.6 

161.7 

15.3.0 

166.2 

< 

: 

151.7 

166.2 

168.4 

ICO. 6 

162.9 


1 h. 

■BB 

196. 1 

196.1 

108.6 

198.6 



Table 3. 

Increment of area per 

hour (in 

sq. cm.) 


1 24/VlII, 8h. — 

21/VIII, 17h. — 26/Vin, 8h. 

> 

1 

‘ 

17h. — 26/VlII. 8h. 

a. 

1 47 

50 

68 

30 

b. 

28 

18 

21 

20 


73 

66 

68 

37 

d. 

28 

17 

16 

18 

e. 

20 

16 

20 

0 

f. 

50 

14 

24 

15 

g* 

60 

15 

24 

15 

h. 

30 

0 

26 

0 
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1, CD). In our record the arithmetical mean of the above two values 
is taken for the diameter and the area is computed aiiproximately as 
a circle. 

The result of the measurement is arranged in Tables 2 and 3. 

From these results wc know the fact that the act of growth takes 
place both in the daytime and in the night, and further that the 
growth rate in the former seems as a general rule slightly more 
favored than in the latter. As for the question as to the growth 
rate in relation to the age, we cannot know much, owing to the 

Table 4. Growth rate of the lamina of Euryale at 
Takaoka observed by Mr. Otaya. 

No. 1. 


Date 

Aug. 26 

27 

28 

29 

30 

31 

Sept. 1 

o 

Length of 


* 

_ — 





— 

the lamina 

81.6 

100. 0 

115.0 

127.5 

130.6 

138.0 

14.8.0 

143.0 

(cm.) 





. 





T-ongth of 
CD^ (cm.) 

86.6 

108.7 

126.0 

1.87,0 

142.6 

160.0 

164.6 

164.6 

I^ength of 
AB^Cem.') 

82.0 

303.0 

120.0 

134.0 

140.0 

143.0 

161.0 

161.0 

Area 
(sq. cm.) 

6836 

8817 

11869 

14616 

16606 

16966 1 

18376 

18376 

Daily incre- 


— 





_ 


ment of 


23.7 

16.3 

12.0 

6.6 

7.6 

4.6 

0 

CD (cm.) 








Daily incre- 







r 


ment of area 
(sq. cm.) 


3281 

3062 

2647 

1090 

1360 

1419 

0 

Remarks 

Sunny 

Sunny 

Sunny 

Sunny 

Cloudy, 

with 

light 

Sunny 

strong 

wind 

Sunny 

Sunny 






rain 



Water 

temperature 


32^ 

32" 

32.6° 

29° 

33° 

31.6° 

3r 


The measurement was commenced on the third day of the horizontal expansion 
of the lamina, and the completion was attained hi ihe seventh day of measurement, 
so that the whole perioef of the horizontal expansion of the lamina is reckoned to he 
about nine days. The same holds good in the next example at well. 

*) Those symbols refer to TextBg. 1. 
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No. 2. 


Date 

Aug. 26 

27 

28 

29 

80 

,31 

Sept. 1 

2 

Length of 
the lamina 
(cm.) 

77 

lO.'J.S 

118.5 

128.0 

1.38.5 

186.0 

140.5 

140.5 

Length of 
CD (cm.) 

86 

in.o 

128.5 

189.5 

148.0 

160.0 

158.5 

153.5 

Length of 
AB (cm.) 

80 

108.0 

124.0 

1S3.4 

146.0 

147.0 

151.5 

161.6 

Area 
(sq, cm.) 

5401 

0«<126 

12460 

14627 

16962 

17427 

18061 

18061 

Daily incre- 
ment of 

CD (cm.'^ 

■ 

2i 

17.6 

11 

8.5 

2.0 


0 

Daily incre- 
ment of area 
^sq. cm.) 

■ 

3925 

.3124 

2177 

2335 

465 

634 

0 


limited period of observation, beyond the vague idea that the increment 
falls with the age of the leaf in most cases. 

% 

This serious gap in my study was later filled by Mr. Otaya, 
who continuously performed every twenty-four hour’s measurement 
with some specified leaves of Euryale at Takaoka. Examples from 
his protocols are tabulated below with his permission. 

His result shows the general tendenQ^ that, apart from the ex- 
tremely young stage in the development, the daily increment falls 
considerably with age, not only in the diameter but also in the area. 
Another remarkable point is the rapidity in growth expressed in the 
actual increase in the diameter. The largest value observed attains 
as much as 25 cm. per day, that is, the leaf of Euryale expands more 
than 1 cm. across per hour in its prime of vegetative vigour. 

The mass of the leaf as related to its surface. The surface of the 
lamina is not simply plane but is coarsely wavy, and the irregularity 
is, in particular remaricable in the younger leaves that they may be 
described as coarsely rugous (Plate XIV). In the tables above, these 
irregularities are neglected and the area is computed from the length 
of the diameter under the assumption that the oudine is perfectly 
circular, so that the' area in these tables denotes that of the projection, 
so to speak, of the lamina on the water surface, but not the true 
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surface area of the lamina. Now, it is obviously more rational to 
measure the actual leaf surface than its projection in studying the 
growth phenomenon of the leaf. The practice is, however, almost 
impossible. An altenMtive is to denote the increnieiit m terms of the 
mass of the leaf instead of the area. But, here, too, is the ungovern- 
able difficulty of weighing, undetached from the mother plant, the 
leaf blade which still keeps growing on in the water, and I was com- 
pelled to resort to the indirect and imperfect method of computing 
the ratio of the mass to the area of the leaf in various stages of 
development and then interpreting the change in the area into that 
in the mass. 

The result of my calculation of the above ratio with random 
samples is shown in Table 5 and in Textfig. 2. 

We know therefrom that the smaller the diameter is, the ratio of 
the mass to the area is the larger. 


Table 5. The mass of the lamina in 
relation to the area. 



Diameter 

Area 

Fresh weight 

Dry matter 

Dry matter/Area 


cm. 

sq. cm. 

kg. 

g* 

S 

mg/sq. cm. 

a. 

32 

804.1 

0.6 

26.0 

4.17 

81.09 

b. 

47 

1784 

0.86 

88.8 

4.6.3 

22.96 

c. 

74.1 

4860 

2.01 

74 4 

8.70 

17.07 

d. 

97.6 

7461 

8.6 

164.8 

4.42 

20.76 

e. 

116 

10660 

3.4 

148.2 

4.36 

14.04 

f. 

126 

12460 

8.6 

164.2 

4.28 

12.88 


As is previously stated, the rate of increase in the area of the 
lamina falls with age. Now we know furthermore that the ratio 
mass/area decreases too with age. Taking these two tendencies in 
combination, the result is that the increment of the mass of the 
lamina suffers from considerable decline as the age goes on and the 
diameter grows. ‘ 

The dry ttuMer in percent of the fresh toeisfU. In the rixth column 
of the above table is attached the value of the dry matter content 










30 40 50 60 TO 80 90 100 110 120 130 

Diameter of the lamina (in cm.) 

TextBg. 2. The ratio mass/area and dry matter content as related to the 
size of the lamina. 

of the lamina expressed in percent of the fresh weight, which shows 
that it is almost constant for any sample and therefore independent 
of the size or age of the Ifeaf itself. The remaricably low value of 
the percentage may be accepted as a characteristic common to aqueous 
plants in general. 

In conclusion, I wish to acknowledge my indebtedness to Mr. 
Matoba and Mr. Otaya for their kind help during my study, and 
especially to the former for his kindness in recording the water tem- 
perature and to the latter for his liberal permission to refer to his 
unpublished data. 

EXPLANATION OF THE PLATES. 

PI. XI II. Euryale ferox Salibb. in its natural habitat at ZyiinitybgaU, 
showing a gigantic leaf blade measuring 191 cm. (6.3 Syaku) across. 

PI. XIV* The same )vith its under surface exposed. Attached, is an unex- 
panded young leaf showing the conspicuous rugous markings on the upper surface. 


Ober die Chromosomenzahlen bei einigen Potentillen. 


Von 

Naomasa Shimotomai. 

(Biologischcs Institut der Kaiserlidien T6hoku Universitfit, Sendai.) 

PotentUla, eine Gattung von Rosaceae, ist sehr artenreich. Nach 
Wolf (1908) umfasst sie etwas iiber 300 Arten, von denen die meisten 
von der ndrdlichen gem^igten Zone bis in die arktischc hinein vveit 
verbreitet sind und einige in der siidlichen gemassigten Zone vor- 
kommen. 

Diese grosse Gattung ist aber hinsichtlich, der Chromosomenforsch- 
ung bis vor kurzem fast ganz vernachlassigt wbrden, indem nur wenige 
Atten von einigen Forsch^m untersucht warden. 1908 untersuchte 
Tischler einen sterilen Artbastard zwischen Potentilla Tabermemontam 
und P. nAens {=opaca) zytologisch und fand 32 Chromosomen bei 
der somatischen und 16 bei der meiotischen Teilung. Ganz dieselbe 
haploide Zahl fand er auch bei dessen Ellern. 1914 nahm Foren- 
BACHER die Chromosomenzahlung bei 4 Arten vor, von denen nach 
ihm eine Art 8 und drei andere 16 haploide Chromosomen haben. 
1927 untersuchte Frl. Roscoe eine anscheinend triploide Riesenform 
von P. anaerina, aber sie konnte keine genaue Chromosomenzahl bei 
dieser Form feststellen. Die Angaben der beiden ersten Auloren 
scheinen, uns zu zeigen, dass Chromosomenpolyploidie mit der* Grund- 
zahl 8 bei dieser Gattung auftritt. 

Ganz kiirzlich hat Tischler (1928) abermals zwei Potentillen unter- 
sucht. Als haploide Chromosomenzahl fand er aber bei Potentilla 
alba 14 und bei P. aurea am wahrscheinlichsten 28. Diese neue 
Entdeckung brachte den Autor auf den Gedanken, dass die Grundzahl 
der Chromosomen bei dieser Gattung wie bei den naheverwandten 
Gattungen, z. B. Rubus u. a., auch 7 sein miisse und dass die friiheren 
Ang aben , die die Zahlen 8 und 16 berichtcten, ganz irrig waren. 

Aueb. » gibt es etwa 30 Arten dieser Gattung. Urn einer- 
seits diese rinhrimifirhrii Pbtentiilen ^tologisch niher zu erkennen 
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und anderseits die oben erwiihnte, von Tischler vorgeschlagene Frage 
zu beantworten, habe ich eine qrtologische Untersuchung uber diese 
Gattung untergenommeii. In voriiegendw kleiner Arbeit teile ich die 
Chromosomenzahlen nur einiger Arten mit. tib^* die Chromosomen- 
zahlen der anderen zahlreichen Arten wird in den nachfolgenden Mit- 
teilungen berichtet woden. 

Zuerst untersuchte ich im Sommer dieses Jahres die meiotische 
Teilung bei Poteniilla chinensu, da diese Pflanze gerade in ihrer 
Bliitezeit war. Die Pollenmutterzelicn warden mit BELUNGscher 

Eisenessigkarminlosung fixiert 
und gefarbt. Damit iassen sich 
die metaphasichen, bivalenten 
Chromosomen ziemlich gut far- 
ben. Sie haben die Gestalt 
eines kleinen, kurzen, dicken 
Stabdiens. Fig. 1 zeigt die 
Polansicht einer Kemplatte bei 
heterotypischer Metaphase, wo 
man am deutlichsten 7 Chro- 
mosomen wahmehmen kann. 
Diese Beobachtung interessiert 
uns deshalb, weil wir hia* bei 
unserer Art die von Tihchler schon vennutete, aber noch nicht 
wirklirh erwiesene Grundzahl bei dieser Gattung gefunden haben.'^ 
Um noch andere einheimische Potentillen zu untersuchen, habe 
ich in diesem Herbst zur Z^lung der somatischen Chromosomen 
diesmal die Wurzelspitzen Exiert, welche man von in Tbpfen gepflanzten 
Pflanzen leicht nehmen konnte. Die Fbcierung geschah mit Flemmings 
Gemisch nach dem Rezept des Bonn-Instituts. Paraffinschnkte wurdcn 
mit Heidenhains Eisenalaunhamatoxylinibsung gefSrbt. 

Die somatischen Chromosomen sind stabchen- oder hakenfbrtnig 
und sehr klein, kbnnen jedoch ohne Schwierigkeit gezahit werden, 
da sie gewbhnlich nicht aneinander kleben (Fig. 2). Die Chromsomen- 
zahlen der hier untersuchten Arten seien samt derselben der vorhin 
beschriebenen im Folgenden angegeben: 

^^NeuHch hat mir Herr Prof. Dr. Tischler briefKch mitgcteilt, dasH auch er bei 
PoieHtiUa vemq u. a. 7 haplotde Chromosomen beobachtet hat 



Fig. 1. Eine Polansichl heterotypiii' 
chor Metaphasa in P.M.E. von Pot€niUla 
(;hinensi$. ( x 2100). 



CHROMOSOMENZAHlitN BRI BINIGRN POTEMnLLEN 
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Fig. 2. Somatische Kernplatten bei Potonllllen. (xH20O) 

1, P. Kleinian^: 2, P. fragairMdei; 3, P. MtAmmwnut; 4, P. nipponica. 


n 2n 

PotenHUa diinentis, SeR 7 

P. fragarioidea, L 14 

P. Kleiniana, Wight et Arn 14 

P. Matsumurae, Wolf. 28 

P. nipponica, Wolf 28 


Wie die Tabelle zeigt, sind die drei ersteren Arten diploid und 
die beiden letzteren tetraploid. 

Durch Tiscklers und meine eigene Arbeiten kennen wir jetzt bei 
dieser Gattung die reduzierten Zahlen 7, 14 und ca. 28. Diese Zahlen 
scbeinen eine Serie regelrechter Polyploidzahlen zu bilden. 

Unter Potentilloideen welsen zwei Gattungen, Rubus (Longley 
1924) und Fragaria (Ichijima 1926), schone Chromosomenpolyploidien 
mit der Grundzahl 7 auf. Ganz dieselbe Polyploidie kdnnen wir auch 
bei der Gattung Geum erwarten, denn Winge (1924) stellte bei zwei 
Arten von Geum 21 haploide Chromosomen fest. Also liegt es nahe, 
anzunehmen, dass bei ^mtlkhen Potentilloideen ganz dieselbe Chromo- 
somenpolyploidien mit der Grundzahl 7 vorkommen. 


Zum Schluss mochte ich Herm Prof. Dr. Tahaka fiir seine liebens- 
wiirdige Unterstiitzung meinen besten Dank aussprechen. 

Dezember 1928. 
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Uber eine tetraploide Gartenrasse von Psiloium 
nudum, Palisot de Beauvois {~P. triquetrum, 
Sw.) und die tripolige Kernteilung in 
ihren Sporenmutterzeilen. 


Von 


Sakuichi Okabe. 

(Rioloxisches Institut, Kai.sorl. Tohoku Universilat, Sendai.) 

(Mit Tafel XV.) 

Sell langem wurde Psiloium nudum, Palisot de Beauvois (— P. 
triquetrum, Sw.) von vei’schiedenen Forschern zytologisch studiert. 
Bekanntlich warden die Sporenmutterzeilen dieser Pflanze wegen ihres 
grossen chromatinreichen Kerns um das Ende des vorigen Jahrhunderts 
von europaischen Zytologen als giinstiges Material fiir Untcrsuchungen 
der Kernteilungsvorgange, Polkorperchen und Zcllteilungen gebraucht. 
Weit spater, vor neun Jahren (1920), hat Yamaha die Zellteilung, 
besonders die Zellplattenbildung der Archesporen und Sporenmulter- 
zellen genau untersucht. 

Psilotum nudum, das in Sildjapan wild vorkommt, wurde einst 
von japanischen Gartnern als Zierpflanze viel gezogen. Wenigstens 
iiber 100 Gartenrassen bekamen ganz phantastische Namen. Aber 
jetzt werden leider nur noch wenige von ihnen gelegentlich in Ge- 
wachshausem botanischer Garten oder in privaten Garten gefunden. 

Als ich im vorigen Herbst einige Praparatc der Sporenmutterzeilen 
einiger Rassen dieser Pflanze, die im hiesigen Gewachshause geziichtet 
werden, zweeks Bestimmung der Chromosomenzahlen priifte, babe ich 
zu meinem Erstaunen etwas Sonderbares, hochchromosomige und tri- 
polige Kernteilung, beobachtet. Meine Beobachtungen teile ich hier 
kurz mit. 

Als Fixierungsmittel benutzte ich moistens Flemmings Chrom- 
osmiumessigsaureldsung in Bonner Konzentration ; Bouins Lusung war 
auch brauchbar. Die Farbung der 15-25 /' dick geschnittenen Paraf- 
flnschnitte geschah mit Heidenhains Eisenalaunhamatoxylin. 
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Textfig, 1. Zwei Gartenrassen von Fstlotum nudum, Palisot Bkauvois 
a, Kine diploide KabhC (Hakuryii). b, Kinc teiraploidc* Basse. Gartenname un* 
lK‘kunni. Die Sporangien lieider Pflan/en warden fiir meine Untersurhiingen 
weggenurnmen. Die U'traploide Basse ist viel gnWser als die diploide. cn. 

Zuerst liber die Chromosomenzahlen. Wenn man das klasslsche 
Bild Hofmeisteks (1867) sicht, ist es leicht, 55 Gemini in seiner 
Fig. 16, e zu unterscheiden. Strasbur(;ek (1884) hat dagogen eine 
noc*h hiihcre Zahl, ea. 140, gezahlt. 1896 richtete Rosen seine be- 
sondere Aufmerksamkeit auf die Chromosomenzahlen dic^ser Pflanze, 
und er schrieb, „ Die Zahlung ergiebt hier 50 Chromosomen, und da 
doppelte Zahluug bei der Kriimmung eines Segmentes aber kaum 
vorkommen konnte, so wird man die Zahl auf 48 reduciren dijrfen.“ 
Bei meinem Material besitzt eine Rasse in der ersten meiotischen 
Teilung 52 (Textfig. 2. a) und die andere 104 Gemini (Textfig. 2. b). 
Letztere ist also als tetraploide Rasse anzusehen. Ich vermute, dass 
das von Strasburger benutzte Material auch cine tetraploide Rasse 
war. 

Wie schon Rosen bemerkte, ist es etwas schwer, die auf der 
Kernplatte angeordneten Chromosomen richtig zu zahlen, weil sie 
verschieden geformt und nebeneinander zusammengedrangt sind. Zur 
Zahlung der reduzierten Chromosomenzahlen ist das Diakinesestadium 
noch zweckdienlicher als die Metaphase, denn hier sind die Gemini 
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langs do: Kemp>^herie zerst^t angeordnet. In diesem Stadium 
konnte ich durch Xndening der Emstellung 52 resp. 104 Gemini und 
je einen Nukleolus konstatieren. 

Die Verlauf der Reduktionstedung der diploiden Rasse geht ganz 
regelmassig vor skh, und vide normale Tetraden werden daraus 
gebfldet. Im Gegensatz dazu treten in den tetraploiden Sporenmutter- 
zdlen viel weniger normale Teflung als tripolige auf. 



Textfig. 2« MeUphasisdie Kemt^latten der ersten meiotischen Teilung der 
Sporenmuttarzellen von P, nudum (a> diploide Rasse» b, und c, tetraploide 
Rasse). xlOCKX 

a, Polansicht der 52 chromosomigen Platte, b, Polansicht der 104 chro- 
mosomigen Platte, c, Seitenansicht der dreitelllgen Platte. 

Els ist schon bekannt, dass skh unter nahe verwandten Rassen 
Oder Arten das Volumen der Kerne gemass der Erhohung der 
Chromosomenzahlen vergrBssert. Die unten wiedergegebene Tabelle 
zeigt dieses Verhaltnis auch ganz klar. Die Messung ist in der 
Diakinese ausgefSirt worden. 



Chromosomen- 

zahl 

Kemdurrh' 

messer 

r» 

Jer 

gebrauchten 

Zellen 

Diploide Rasse 

62 

19.7.1 |i±t.9fi.|i 

296.06(1 

227 

Tetraploide Rasse 

104 

2S.62 1»±2.00 |t 

648.60(1 

223 


Dass die tripoligen Te3ungen» zusammen mit.anderen Abnormitaten, 
durch experimentelle Behandlung hervorgerufen werden, ist von ver> 
schie<(enen Autmvn schon wiederholt . berichtet , worden. Ich wade 
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hier nw «itiige FIQle, wo die tripoiige Tiling fati Miootischen Teflun- 
gien Mftritt, •nfi3u<en. Dureh Chloralisiaitiig hat Sakamura ^920) 
tripoiige Teilung in der heterotypen Metaphase der Pdlenmuttmellen 
vtm Vicia faim gehuKkeB. Sokhe FUie sind fenser vkni Michaeus 
(1926) in dmch KUte beeinflusstea PoUeniQiittenBdlen von BpiUlnHm 
M hetero- and hooiSotypen Teihing und von Yamaha (1927) in mit 
Athylather behandelten heterotypen M^phasen von Daphne odora 
beobachtet worden. Fukudas Untersuchungen nach (1927) treten 
diese Tdlungen bei einigen Rassen der Kartoifelpflanze bei abnormen 
hetero- und homSotypen Teilungcn, (be aber bei niedriger Temperatur 
norma] sind,** hiiufig ein. Hbitz (1925) hat ai^h tripol^e Teilungen 
in den PoUenidiitteiaellen von Mdandrivm album gefunden und meint, 
•dass auf.diese' Weise spater aiudi Zwitter aus dieaer Pflanze hervor- 
g^iea wiirden. 

In den ersten Metaphasen der Sporenmutterzellen der tetraploiden 
Rasse von P. nudum treten sehr deutlich tripoiige Spindeln auf 
(Textfig. 2. c). Obwohl schon von vieien Forschem verschiedene 
Abweichungen in den Kemteilungsvca'gangen aufgewiesen warden, 
scheint es mir doch der Miihe wert, das quantitative Verhaltnis einer 
Abnormitat m beriicksichtigen. I<di hatte bei dieser tetraploiden 
Pflanze gute Gelegenheit, das Zahlenverhaltnis beim Auftreten der 
tripoligen Teilung zu beobachten. Wie die unten beigefiigte Tabelle 
zeigt, ist es sehr auffallend, dass es da beinahe 80!^ tripoiige Teilung 
gibt. 


Nr. aer I^riparate 
Teilungsmodus ^ 

I. 

IL 

III. 


n 

Bipolige Teilung 

50 

20 

44 

114 

20.14 

Tripoiige Teilung 

14! 

94 

217 

452 

79.86 


Zunachst will ich mit einigen photographischen BildeA die Vor* 
gange der tripoligen Kemteflung erlautem. Die Prophase verlauft 
regelmiissig ; danadi ordnen skh die Giemini in drei Teile Aus PI. 


StoWs 1. 1927« A cytolofkal ttudjr on pollen sterility in SoUmim tuherotum L. 
Jap. Joum. of Bot VoL 8, pp* 217’-8S8. 
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XV, Fig. 7, Textfig. 2 . c und Textfig. 3. a liisst sich (U‘r Ordnungsstand 
der Gemini leicht erkennen. Die zwei ersteren vergegenwartigen die 
Seitenansichten der erston Metaphase, wo die Gemini A formig g(‘sam- 
melt und deutlich tripoligc' Spindein gebild(*t sind Di('S(' Bilder konnen 
als Sammlung von drei Teilungsfiguren, deren Spind(*ln in dn^i Bolen 
zusammengekommen sind, betrachtct werden. In Textfig. 3. a werden 
ausser zwei solchen Seitenansichten vier andere Ansichten der drei- 
teiligen Kernplatten ge/eigt, wo die Pol- und etwas schrage Seitenan- 
sicht der halhmondformigen Plattchen nehtmtdnander liegen. Im Pra- 
parate wird durch Anderung der Kinstcdlung das dntte Plattchc^n ohne 
Schwierigkeit erkannt. Mit Fortschreiten des 'IVilungspro/cNses trennen 
sich die anaphasischen Chromosomen voneinander und wandern all- 
mahlich nach den dnd Polen (PI. XV, Fig. 8 und 9) ah. Infolgedessen 
haben di(‘ Interkinese/ellen drei Kerne, dann kommen drei honviotype 
Kernplatten in einer Zelle vor (PI. XV, Fig. 10 und 11). 



b 


TextfiK. 3. a, Ein Tell de^ Sporangium s Seths dreiteilijgc Keinplatton und 
viele dreikernige Interkinese/ellen sind zu sehen X^50. b, Sporenhexaden, die 
durchs Derkglas etwas verderkt sind (Essigkarmi ipraparat) ra x 150 

Wie nach Obenerwahntem zu erwarten ist, erscheinen nach Vollem 
dung der homiiotypen 'feilung viele Hexaden (Textfig. 3. bk Wenn 
die zur Zahlung verwendeten Zellen auch wenig sind, so geniigt wohl 
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die folgende Tabelle doch, das Zahlenverhaltnis ini Vorkommen der 
1 elradon, Penladcn, Hexaden, u. s. w. zu zeigen. 


Zahlen der in einer Zelle 
enthaltt^ne Kerne 

4 

5 

6 

7 

8 

9 

10 

/ahlen der Zellen 

;;5 

40 

75 

17 

5 

•> 

1 


Die Zahlung erfolgle bcnm Essigkarminpraparat. Es erscheint 
etwas verwunderlich, dass fiinfkernigt' Zellen ziemlich haiifig vorkom- 
men. Das diirfte auf der normalen homiiotypen Teilung dureh Zor- 
streuung der Chromosomcm sowic' auf der Versehmel/ung der zwei 
Kerne bei dieser tripolig(‘n Teilung beruben. 

Die reifen Sporen dieser tetraploiden Rassc' seheinen moistens so 
gesund wie die der diploidcm zu sein. Wenn aus dicsen Sporen fertile 
Naehkommen geziichb*! werden konnton, so wiirden sie g('eignetes 
Material zur Klarung versehiedonc'r Fi-agen der Artbildung lieb'rn. 

Zum Sehluss sei es mir g<'slatt(‘t, meinem hocbver(*hrlen Eehrc'r, 
Herrn Prof. Dr. M. Tahaka, fiir seine fn'undliehe Unterstiitzung 
meinen herzliehen Dank auszuspreehen. 

den 10. Marz 1929. 
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erklArung der TAFEL XV. 

Simtliche photograph ische Abbildungen wurden mit Hilfe eines LElTZschen 
mikrophotographisrhen Apparats ausgcfUhrt, unter Benuteung d«s LEirzachen 
Achromat-Objektivs 7 und des LRrrzschen Feriplanokulars xlO. Vergrdaserung 
1000 . 

Fig. 1-3. Sporenmutterzollen der diploiden Rasne von Psiloium 
nudum, (Hakuryft) 

Fig. 1. Diakinese. 

Fig. 2. Hcterotype Metaphase in Polansicht. 

Fig. 3. Dasseihe Stadium in Seitenansicht. Bipolige Spindel ist klar zu sehen. 

Fig. 4-12. Sporenmutterzellen der tetraploide Rasse von PsiUt- 
turn nudum. 

Fig. 4. Diakinese. 

Fig. 5. Normale heterotype Kemplatte in Polansicht. 

Fig. 6. Dieselbe in Seitenansicht. Bipolige Spindel ist sichtbar. 

Fig. 7. Drciteilige heterotype Kemplatte mit tripoliger Spindel in Seitenan- 
sicht. 

Fig. 8. FrUhere Anaphase der tripoligen Teilung. 

Fig. 9. Sp&tere Anaphase der tripoligen Teilung. 

Fig. 10. Interkinesezelle mit drei Kemcn. Kdmige Scheidewand ist bemcrkbar. 
Fig. 11. Hom5otype Metaphase mit drei Kemplatten. Eine Polansicht und zwei 
Seitenansichten sind zu sehen. 

Fig. 12. HomOotype Anaphase. 





Embryologie der Uliaceae, mit besonderer 
Rucksicht auf die Endospennbildung. 

1. Melanthioideae und Aletroideae.^^ 

Von 

Tomowo Ono. 

(Biologisches Institut der Kaiserlichen T6hoku UniversitSt, Sendai.) 

tiber die Liliaceen gibt es eine betrachtliche Anzahl embryologb 
scher Arbeiten. Die Embiyosackbildung dieser Familie zeigt starke 
Variationen, denn Normal-, Codiaeum-, Scilla-, und Liltum-Typus sind 
bei dieser Familie nebeneinander gefunden worden. Dagegen sind 
betreffs der Endospcrmbildung bis vor kurzem nur nukleare Typen 
entdeckt worden (Schurhofj’, 1924). Durch neuere Arbeiten von 
Seeueb (1924), Ono (1926, 1928*^), Schnarf (1928 a, b) und Stenar 
(1928 a, b) ist aber gczeigt worden, dass bei den Mdanthioideoey 
Asphodeloideae, Lilmd&ie,‘ Asparagoideae' and Aletroideae der betref- 
fenden Familie ein helobiales Endosperm vorhanden ist. Das Vor- 
kommen des helobialen Endosperms, mit dem eine Zwischenform des- 
zeilularen und nuklearen Endosperms bezeichnet wird, ist fiir die 
Phylogenie und das System der Liliaceae sehr bedeutungsvoll. Urn 
das oben erwahnte Verhaltnis zu klaren, sind aber nocb viele Unter- 
suchungen notwendig. Zu diesem Zweck hat Autor im Laufc der 
letzten Jahre einige embryoiogische Beobachtungen an einer Anzabt 
von Arten der Liliaceen gemacht. 

Die Materialien wurden haupt^chlich in Bouins Fliissigkeit fixiert. 
Zur Farbung wurde Heioenhains Eisen-Hamatoxylin od. Safranin- 
Licbtgriin benutzt. 


Melanthioideae. 

Im Jahre 1926 habe ich schon eine embryoiogische Arbeit iiber 
HeUmiopsia breviscapa, die zu den Melanthioideae gehort, veroffentlicht. 

UNach Enqur, 1888. OVoiUiifige Mitteilung „ Endospermbildung von Liliareen”. 
Bot. Mag., Tokyo, 42:445-449. 
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Die bei dieser Unterfamilie ausgefOhrten embryologischen Untersuch- 
ungen seien in unten stehender Tabelle zusammengestellt : 

Typus des Typus des 
Embryosacks'^ Endosperms*^ 


Tofieldia calyculata (Seeueb, 1924) 

N 

(H) 

Heloniopsis breviscapa (Ono, 1926) 

N 

(H) 

Zygadenus elegans (Stenar, 1928 a) 

N 

— 

Veratrum album (Stenar, 1928 a) 

N 

(H) 

Cloriosa-Arten (Af7euus, 1918) 

N 

— 

Tricyrtis hirta (Ikeda, 1902) 

N 

(N) 

Colchicum autumnale (Winawer, 1919) 

N 

(N) 


Die Embryosackbildung aller dieser Arten gebt normal vor sich, 
vrahrend der Endospermbfldungsmodus zum Teil nuklear und zum 
Teil helobial ist. In vorliegender Mitteilung mdchte ich einige kdrzlich 
festgestellte oder nachgepriifte embryologische Resultate bei den 
japanischen Arten von Tafieldia, Narthecium, Methanarthecium, Vera- 
irum und Colchtcum, hinzufiigen. 

TofieUHa japtmica, Miq. 

Seeueb 0924) hat bei Tofieldia calyculata festgestellt, dass die 
Embryosackbildung normal und die Endospermbildung helobial ist. 
Bei T. japonica verlauft die Embryosackbildung auch normal. Nach 
.der Reduktkmsteilung werden aus der Embryosackmutterzelle vier in 
einer Linie liegende Megasporen. Die innerste entwickelt sich zum 
8-kemigen normalen Embryosack. Der Zentralkem des Embryosacks 
liegt stets in der Nfihe der Antipoden. Dies ist eine normale Er- 
scheinung bei den Helobiaetypus-Endosperm zeigenden Pflanzen. Fig. 
1 stellt einen Embiyosack dar, bei dem die Befruchtung vollendet ist. 
Der primare Endospermkern teilt sich an derselben Stelle, und der 
Embryosack wird in zwei ungleich grosse Kammem, die obere, grosse, 
mikropylare und die untere, kleine, chalazale Rammer, geteilt (Fig. 
2, 3). Die weitere Entwicklung der beiden Kammem zeigen Figg. 
4-6. Fig. 4 stellt ein etwas entwkkeltes Endosperm dar, das durch 
eine duime Hlembran in zwei Kammem geteilt ist. Bei Melompfwis 
breviacapa (Ono, 1926), einer nahe verwandten Art, bt diese Membran 

ON bedeutet Noimaitypus. ^>(H) bedeutet heiobiales, (N) nuklebM Endotperm. 
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nicht zu sehen; beide Kammern sind nur durch eine Hautschicht 
voneinander geschieden. In beiden Kammern erfolgen dann freie 



Tofieldia japomca. Fig. 1-^. EiAlosipermbitdung. Fig. 1-4 (x600). Fig, 
(x300). 


Kehiteflungen (Fig. 5 a, b). Das Plasma in der oberen Kanuner ist 
zuerst diinn und gleichmassig verteilt, wahrend das der unteren Kam* 
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met* oftei^ im Basal teil viel mehr zusatnmengehauft und mit einigen 
hypertrophierten Kernen ausgestattet ist. Seiche Plasmaansammlung 
ist besonders klar bei Fig. 6 zu beobachten. Vielzellbildung kommt 
dann im Plasmawandbelag beider Kammern vor, und die Zellen ver- 
mehren sich zentripetal immer mehr. Im fast reifen Si^dium findet 
sich sogar homogencs Endospermgewebe, und eine Begrenzung beider 
Kantmem ist nicht zu sehen. 

Narthecium asiaUcum^ Maxim. 

Die Embryosackmutter/elle von N. asiaticum ist oben durch eine 
Zellschicht von der Nuzellusepidermis getrennt (Fig. 7). Nach der 
Reduktionsteilung treten die vier normalen Megasporen auf, und der 
^chtkernige Embryosack entwickelt sich aus der chalazalen Zelle (Fig. 
8-14). Die Verschmelzung der zwoi Polkerne findet im unteren Teil 
-des Embryosacks statt (Fig. 15), ganz wie bei anderen Helobiaetypus- 
Endosperm zjigenden Arten. Fig. 16 stellt einen fertigen Embryosack 
dar. Die Eizelle im Eiapparat des befruchtungsreifen Sacks zeigt nichts 
Besonderes. Die Synergiden erscheinen dichter und absorbieren den 
Farbstoff intensiver. Am oberen Ende der Synergiden befindet sich 
je eine Vakuole. Der grosse Zentralkern des Embryosacks liegt in 
der Nahe der Antipoden. Die 3 Antipoden sind einkernig und liegen 
iibereinander im taschenformig auslaufenden Ende des Embryosacks. 
Der Befruchtungsvorgang wurde nicht beobachtet. Die erste Teilung 
des primaren Endospermkerns findet im unteren Teil des Embryosacks 
statt, dann wird der Embryosack in zwei ungleich grosse Kammern 
geteilt, eine mikropylare, grosse und eine chalazale, kleine (Fig. 17, 
18). pie beiden Kammern sind durch eine Hautschicht von Plasma 
getrennt, die aber keine Zellulosemembran darstellt. Im Plasmawand- 
belag der oberen Kammer erfolgen dann rasch sich wiederholende 
freie Kernteilungen. Zuletzt wird von der oberen Kammer ein Haupt- 
•endospermgewebe gebildet. In der unteren Kammer kommen auch 
mehrmalige Teilimgen vor. Fig. 23 leigt. em wetter entwidcettes 
Stadiuin. Im fast reifen Endosperm ist die Hasalkanuner vollig mit 
dichter Plasmamasse erfiillt, und diese wird zunachst durch einige 
grosse Zellen quer geteilt. In jeder sieht man einzelne Kerne, welche 
durch Farbstoffe stark gefarbt werden. fig. 24 a und 24 b zeigen 
zwei aufeinanderfolgende Schnittserien der fast reifen Basalkammer, 
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Metanarthedum luteo-virde, Maxim. 

Die Archesporzelle von M. luteo-inrde tritt als verhaltnismassig 
grosse Subepidermiszelle am Scheitel dos Nuzellus auf. Nach der 
Teilung der Zellc wird die obero zur Dcckzelle und die untere zur 
Kmbryosackmutterzelle (Fig. 25“ 27). Die Kntwicklung des Embryosacks 
verlauft ganz normal, was schon bei anderen Melanthioideen nach- 
gowiesen wurde (Fig. 28-30). Die Polkernc? vereinigen sich verhall- 
nismassig friih zu einem grosson Zentralkern, der in den unteren Teil 
dos Embryosacks zu liegen kommt. Leider habe ich die Hefruchtungs- 
erscheinung nicht gesehen. Die erste Teilungsspindel des primaren 
bmdospermkerns liegl parallel den Achsen des Embryosacks in seinem 
unteren Teil. Zw(m unglcich grosse Kammern werden dann gebildet 
(Fig. 31). Zwischen den Kammern zeigt sich koine echte Zellwand 
(Fig. 32). Fig. 33 zeigt ein weiter entwickeltes Stadium des Endo- 
sperms ; die obere Kammer ist gewohnlich nuklear, wahrend dit* 
chalazalc einc zweikernige, dichte Plasmammasse darslellt. Der Kern 
der unteren Kammer teilt sich mehrmals. Wenn der Embryo eine 
vielzellige Kugel geworden ist, wird die untere Kammer wie in Fig. 
31 ; in diehter Plasmamasse ordnen sich cinige spindelformige Kern(‘ 
in der Richtung d('r Langsachse des Embryosacks, und in der olx'ren 
Kammer tritt Vielzellbildung ein, wahrend die Zellen der unteren 
Kammer immer mehr vakuolisieren und die Kerne auch Anzeichen 
von Degen(Tation zeigen (Fig. 35). 

Veratrum Maackii, Reoei.. und V, album, L. var. lobeliantim, 
Bak. 

Von den Veratrum- Avten habe ich V. Maackii und V. album var. 
lobelianum untersucht. Die Embryosackbildung bei V, Maackii geht 
normal vor sich, wie die bei V. album, die Stf^nar (1928 a) geschildert 
hat. Die embryologischen Einzelheiten dieser Pflanze zeigen Kigg. 
36--43. Der Embryosack bei Veratrum ist sehr viel grosser als der 
bei den oben erwahnten Melanthioideen (Fig. 41). Der Eiapparat 
zeigt gewbhnliche Gestalt. Die Antipoden sind plasmareich und haufig 
2- odor 1-kernig (Fig. 42). Das Vorkommem mehrkerniger Antipoden 
bei Veratrum und bei anderen Liliaceen (z. B. Gloriosa, Heloniopsisy 
und Zygadenus) ist schon seit langem bekannt. Der Endosperment- 
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wicklungsmodus ist helobial ; der Embryosack ist in einc grosse mikro- 
pylare und eine kieine antipodale Kammer getcilt. Zwischen den 
beiden Kammern tritt keine feste Zell wand auf (Fig. 45). In dem 
Plasmawandbelag der beiden Kammern gehen dann freic* Kernteilungen 
vot sich (Fig. 43). Die Zellbildung tritt zuerst in der oberen Kammer 
ein und spater auch in der unteren. 

Bei V. album var. lobelianum babe ich die jiingsten Stadien der 
Embryosackbildung nicht beobachtet, aber es diirfte kaum zu be//.wt‘ifc'ln 
sein, dass der Embryosackbildungsmodus normal ist, wi(‘ bei V, 
Maackii und V, album. Fig. 41 zeigt einen reifen Embryosack. Die 
Antipoden sind zuerst einkernig und vverden spater zweikernig. Dop- 
pelte .Befruchtung kommt bei dieser Pflanze vor (Fig. 45). Stenau 


36 3 7 3S 39 40 



Veratrum Maackii, Fig. 36-41. Embryosackbildung (x450j. Fig. 42. 2- od. 
4-kcrnige Antipoden (x4.50). Fig. 43. Jungcs helobiales Endosperm rx300). 
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(1928) hat soinerzeit bei V. album das jiingste Endospermstadium 
nicht beobachtet. Die vorliegenden Figuren 46 und 47 bei V. album 
var. lobelianum bieten einen Ersatz dafiir. Die erste Teilung des 
primaren Endospermkems erfolgt parallel zur Embryosackachse, zwi* 
schen den zwci gegliederten Kammern entsteht nie eine feste Zell- 
membran. Die zweilen Teilungsspindein ireten sogar senkrecht zuein- 
ander auf (Fig. 47). Fig. 48 zeigt einen weiter entwickelten Embryo- 
sack, dcssen Eizelle zweizellig ist, und in dcssen oberer wie unterer 
Kammer sich etwa 6 freie Kerne befinden. Das Plasma der basalen 
Kammer ist viel plasmareicher als das der oberen, und im Zentrum 
der Kammer befindet sich eine Vakuole. Dio weitere Entwicklung 
erfolgt fast wie bei V, album von Stknar (1928 a). 



Veratrum album var. lobelianum. Fig. 44. Fertiger Kmbryosack ( x 225). 
Fig. 45. Doppelbefrurhtung (x225). Fig. 45-48. Fndospormbildung (x225). 


Tricyrtis hirta^ Hook, und T. latifolia, Maxim. 

Die Entwicklungsgeschichte bei T. hiria wurde schon von Ikeda 
(1902) untersucht. Die Ergebnisse dieses Autors stimmen mit denen 
mciner eigenen Untersuchungen iiber T. hirta und T, latifolia uberein. 
Von den vier Makrosporen entwickelt sich die unterste zum acht- 
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kernigcn normalen Embryosack. Beim friiheren Stadium der Endo- 
spermbildung findet man don ganzen Embryosack voll von Plasma 
und mit vielen freien Kernen. Die ZellteHung tritt da erst spater 
ein, was also sehr ahnlich wie bei Elanthis von Dahlgren (1924) ist. 

Colchicum autumnale^ I-. 

Heimann-Winawer (1919'^) hat diese Pflanze schon embryologisch 
untersucht und mitgeteilt, dass der achtkernige Embryosack normal 
gebildet wird und die Endospermbildung nukleiir ist. Ich habe die 
Endospermbildung dieser Pflanzc nochmal untersucht. Das Material 
stammt aus dem Botanischen Garten zu Tokyo. Fixierung geschah 
im Frnhling. Ein schdnes, nukleares Endosperm zeigte sich ; im 
unteren Toil des Embryosacks wurde nie cine Basalkammer beobachtet. 

Aletroideae. 

Aletris foliata, Franch. 

In der Literatur finden sich keine Angaben iibor die Kmbryologic' 
bei Aletroideae, Als Vertreter dieser Unterfamilie habe ich Aletris 
foliata untersucht, Der Fruchtknoten dieser Pflanze ist dreifacherig, 
und oberhalb des Fruchtknotens finden sich viele Driisenzellen (Fig. 
57). Die Samenanlage ist crassinuzellat ; oberhalb cUt grossen Em- 
bryosackmutterzelle findet sich cine einzige Zellschicht von Dc’ckzelkm 
(Fig. 49). Der Embryosack wird nach dem Normaltypus gebildet, 
d. h. die basale Tetradenzelle verdrangt die oberen und wird zum 
achtkemigen Embryosack (Fig. 50-53). Fig. 54 zeigt einen fertigen 
Embryosack. Die Vereinigung der Polkernc findet im unteren Toil 
des Embryosacks statt, und daher liegt der Zentralkern des Embryo- 
sacks stets an derselben Stelle. Einmal habii ich einen wurmfdrmigen 
Spermakern neben dem Zentralkern gesehen. Der Endospermbildungs- 
modus ist helobial. Die erste Teilungsspindel des primaren Endo- 
spermkerns kommt im unteren Teil des Embryosacks vor. Urn die 
Spindel findet sich reichlich Plasma, im iibrigen aber ist der Embryo- 
sack ziemlich plasmaarm. In der Anaphase der Kernteilung treten 
Phragmoplasten auf, aber zwischen den dadurch geteilten zwei Zellen 

^^Zitiert nach SchOrhokf ( 1926 ') und Schnarf ( 1928 ). 
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49 50&1 52 63 65 



Aletria fohata. Fig. 49 51. Kmbryosarkhildung (x300;. Fig. 55-56. Endo* 
spermbildung (x.lOO). Fig. 57. Eint* Drhsenzellc (x6(K)). 


wircl keine echte Zcllulosemcmbran gcbildet. Im Korn der oboren 
Zelle erfolgen wiederholt freie Kerntoilungcn im Plasmawandbelag. 
Dio basale Zelk? zeigt dann abcr Anzoichon von Degeneration. Leider 
babe ich keine weitere Kntwicklungsstadien erhalten. 

Die oben goschilderten embryologischen Resultate bei einigen 
Pflanzen von Melanthioideae und Aletroideae seion unton als Tabelle 
zusammengcstellt : 
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Melanthioideae 

Typus des 
Embryosacks 

Typus des 
l^ndosperms 

Tofieldia japonica, Miq. 

N 

(H) 

Narthecium asiaticuniy Maxim. 

N 

(H) 

Metanarthecium luteo virdey Maxim. 

N 

(H) 

Veratrurn Maackiiy Regbi.. 

N 

(H) 

V. albuTUy L. var. lobelianiimy Bak. 

— 

(H) 

Tricyrtis hirtOy Hook. 

N 

(N) 

T. latifoUoy Maxim. 

N 

(N) 

Colchicum autumnaley L. 

- 

(N) 

Aletroideae 

Alelris foliaUiy Franch. 

N 

(H) 
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Studies on the Hepaticae of Japan. II. 


By 

Yoshiwo Horikawa. 

(Biological Institute, T6hoku Imperial University, Sendai.) 
(With Plates XVI-XVIII & 15 Text-Figures.) 


Genus: FIMBRIARIA Nees (1820) 

Syn. Asterella Pal. Beauv. (1810) 

Hypenantron Corda (1829) 

Fimbriaria Yoshinagana Horikawa, sp. nov. 

(PI. XVI.) 

DioiVa, mediocris, valde flaccida, dilute viridis, lucida, margine 
posticetiue, purpurea, tenuis. Frons ad 20 mni. longa et 4 mm. lata, 
dichotoma, plana margine ±undulata, apice emarginata; alae tener* 
rimae. Costa fronde 6-plo angustior postice late* convexa, alis ubique 
aequicrassis, margine unicellulas latis. Stratum anticum costae duplo 
humilius in medio, cavernis amplis ; fila libera nulla. Stomata parum 
convexa, poro 33 p in diametro, 6 cellulis bis(Tiatis formata, C(4Iulae 
epidermidis baud incrassatae, tenerae, trigonis parvis incra.ssatis. 
Squamae posticae remotao, parvae, purpureae, latt* lunatae, appendiculo 
longe ligulato apice acuto vel obtuso. Carpocephala parva, 3 -4 mm. 
in diametro, disciformia, subhorizontalia, viridia, papulosa, lobis 2-1, 
obtusis; perianthia oblongo-ovata, flava, subhorizontaliter patula, ad 
basin fere 7-8 fida ; capsula flavo brunnea. Pedunculus ad 10 mm. 
longus, validus, basi purpureus, superne stramineus, in sectione ir- 
regulariteniue costatus, unisulcatus, basi et apice barbatus, paleis 
hyalinis sublinearibus. Sporae 78-92/^ in diametro, rufo-brunneae, 
reticulatim alatae, alis crenatis. Elateres 157-263/^ longi, 6.4-8.6/^ 
lati, flavo-brunnei, tenues et attenuati, spiris duplicatis filiformibus. 

Fr. August. 

Hab, On soil deposited in the cracks of sericite-schists in sunny 
places. 
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hoc. 

Shikoku ; Masunokawa-yama, Hongawa-mura, prov. Tosa (T. 
Yoshinaga, no. 2-type, Aug. 1928). 

Distrib. This species endemic. 

Dioicous. Xerophyte. Plants growing in extended pale green, 
shiny patches. Thallus 3 4 mm. broad and 12-20 mm. long, dichoto- 
mously branched, frequently overlapping, very tender, flat with some- 
what undulate margins, the apex emarginate. Dorsal surface with 
somewhat distinct larger elongated areolae ; epidermis composed of 
5-7-angled cells with thin walls, mostly 30-34 wide (averaging 32 fi) 
and 46 63/i long (averaging 51. /i), some cells containing oil-bodies. 
Rhizoids rather long, scanty, colourless, 15-21 A* in diameter, both 
smooth and tuberculate ones mingled. Midrib 6-times narrower than 
the thallus, convex below, usually the cells in the middle part with 
purple walls, rathcT suddenly passing into the 2-celled layered lamina, 
ending in a 1 -celled margin. Antical layer low, about half the thick- 
ness of midrib, lacunae rath<'r well developed, spaces not high without 
filaments. Pores simple, slightly elevated, mostly 33/^ in diameter, 
with 2 concentric rings, each ring being composed of 6 cells. Ventral 
scales distant, tender, in one row on each side of the midrib, purple, 
broadly lunate, appendage ligulate in outline, a(‘ute or obtust' at the 
apex. receptacle small, 3-4 mm. in diameter, disciform, grc'en and 
papilose, composed of 2-4 (usually 4) horizontal, obtuse lobes ; perianth 
arising from the ventral surface of the receptacle-lobes, deeply divided 
into 7-8 pointed and yellowish lobules, each enclosing a single capsule ; 
capsule dehiscing at maturity longitudinally by irregularly brownish- 
yellow valves. Capsule-wall consisting a single lay(T of cells without 
annular thickenings. Peduncle of receptacle from the apex of a 
branch, 6- 10 mm. long, valid with one ventral furrow, purple at lower 
part, surrounded by sublinear hairs on both lower and upper ends. 
Spores 78 92/^ in diameter, reddish-brown, regularly or somewhat 
irregularly reticulate, the lamellae low, the areolae 5*^angled ; margin 
paler in colour, 10-11/^ broad. Elaters 157-263/^ long and 6.4-8.6 
wide, slender and bended, with 2 narrow brownish-yellow spires; 
rarely branched. 
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Genus : CONOCEPHALUS Neckek (1791) 

Conocephalus Necker, Element. Bot. Ill, p. 344 (1791); Schiffni u, in Enc.lhr u. 
PRANTTL, Natttrl. Pflanzenfam. Teil I, Abt 3, p 34(1893); Steimiani, Spec Hepat. Vol. 
1, p. 214 (1899). 

Fegatella Radui, Opusc. scientif. di Bologna II, p. 356(1818); Muili-r, in Karen* 
Horst's Kryptogamen-Flora, Bd. 6, Abt. 1, p. 280 (1907) 

Thallus dichotomously branched or alternately pinnate; areolae 
distinct, mostly hexagonal, stomata simple and el(‘vated. Photosynthetic 
layers low, terminal cell of the chlorophyll-bearing filaments in these 
layers colourless, forming a beak. Peduncle of receptacle from 
the apex of a branch, long with a single rhizoid-furrow ; receptacle 
obtusely conical or campanulate, almost entire, composed of r)-8 tubular 
involucres, ('ach enclosing a single sporogonium. IVrianth absent. 
(Capsule with rather long pedicel, clavate-pyriform, dehiscing at maturity 
by throwing off an apical cap, the remainder splitting longitudinally. 
Spores large, papillose, multi-cellular, beginning to germinate while 
still within the capsule. Klaters 2-4'spiral, bluntly fusiform. ^ n^cep- 
tacle disciform, sessile at apex of a branch, later becoming more 
elongated, surrounded by the dorsal layers of th(' thallus. 

The following two species have been recognized in this genus. 

Thallus very larg(', perennial and dark green ; areolae large ; no 
collar-shaped fold surrounding the base of the pc'dunch^ of recep- 
tale ; receptacle disciform; gemmae absent . .C conicus 
^ Thallus smaller, annual and yellowish-green ; areolae smaller ; 
collar-shaped fold at the base of the peduncle of receptacle ; ^ 
receptacle more elongated ; gemmae abundant in autumn. . . .C. supra- 
decompositus. 


Conocephalus conicus (L.) Neckek 

(Text'FiK. 1) 

Marchantia conica Linnk, Spec, plant. II, p 1604 (17(i3). 

Conocephalus conicus Nkcker, Elem. Bot. Ill, p. 3W (1791); Miyakf, in Maisu- 
MURA et MiYoslii, Cryptog. Jap. Vol, I, No. 4, P|. XX (1899). 

Conocephalus vulgaris Bisciioff, Nova Acta Acad. Caes. Leop. Carol XVII. 2. 
Con€)cephalus nemorosus HObenek, IIepati<*o1 Germ., p 9 (1834). 

Fegatella officitudis Raodi, Opusc. scientif. di Bologna II, p. 356 (1818' 

Fegatella conica Corda, Opiz, Beitr. I, p. 649 (1829); Tsugk, Hepat. Jap. (mss.) p. 
30, PI. XV (1887). 
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Hepatica conioa Linobbrg, Hepat. utvcckl. p. 5 (1877). 

Dioicous. Mesophyte or hygmphyte. Growing in extended dark 
green, shiny layers. Thallus 0.8-2 cm. broad and 11-23 cm. long, 
dichotomousiy branched, firm and leathery, sometimes more or less 
pigmented with purple on lower surface, flat with somewhat undulate 
margins, the apex emarginate. Dorsal surface with distinct large 
areolae forming a regular network ; epidermis composed of 5-7-angled 
cells with distinct trigones, mostly 30-51 ji wide (averaging about 38 /^) 
and 61-110 /i long (averaging about 87/^). Pores (with their surroun- 
ding cells) simple, elevated, visible to the naked eye, mostly 184-302 
wide and 302-368 /i long, with 5-6 concentric rings, -each ring usually 
being composed of 6-7 cells. Rhizoids numerous, colourless and smooth. 
Air-chambers low, their boundaries distinct, occupying about 1/5 of 
thickness in the middle and almost all of it in the marginal portion, 
photosynthetic filament 2-5 celled, beak-cell narrower toward the apex. 
Midrib more or less prominent below ; compact ventral tissue mostly 
21-24 cells thick in the middle, oil-cells and mucilagecells are well 
developed, some cells with distinct streak-shaped pits ; somewhat 
suddenly passing into larger cells of the lamina, ending in a 1-celled 
margin. Ventral scales rather distant, tender, in one row on each 
side of the midrib, with a violet, reniform or orbicular appendage. 

receptacle obtusely conical, almost entire, brownish-yellow, composed 
of 5-8 tubular involucres, each enclosing a single sporogonium. 
Peduncle of receptacle from the apex of a branch, with a single 
rhizoid-furrow, 46-87 mm. long, hyaline except for the purple base. 
Capsule clavate-pyriform, apex rounded, dehiscing at maturity by 
throwing off an apical cap, the remainder splitting longitudinally by 
8 reflexed valves. Capsule-wall of a single layer of cells except at 
the apex, with yellowish annular thickenings. Spores 92-132 in 
diameter (averaging 116 /i), brownish yellow, papillose. Elaters short 
and very variable in breadth, usually 10.5-25.5 /< broad and 144-328 /< 
long with 3-5 brownish-yellow spires. receptacle at first green, 
later purple, sessile and disciform, its longitudinal diameter parallel to 
the thallus-axis, surrounded by the dorsal layers of thallus. Gemmae 
absent. 

Fr. April. Sexual organs ripen in May. 

Hab. On moist rocks and soil in shady places. 




Text-Fig. 1. Conocephalus conicus (L.) Nm ker 
1. Part of thatlus with mature sporophyte in natural size. 2. Crosb sioction 
of j>art of thallus including a pore, x144. 3. Marginal portion of thullus. in 

cross-section, x 144. 4. Marginal part of thallus, upper view, x8. 5. Mucilage 

cell, in cross-section, x233, 6. Cross-section of peduncle, Xl2, a. near apex, 
b. near base. 7. Sporogonium, x8. 8. Inner cell-wall of capsule, x233 9. 

Spore, X 233, a. surface view, b. optical section. 10 J receptac*lo, in longitudinal 
section, x8. 
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Ijk. 

Hokkaido : 6numa, prov. Oshima (Y. Horikawa, no. 1343, Nov. 
1928). 

Honshiu : Asainushk prov. Mutsu (Y. Hokikawa, no. 770, July 

1927) ; Mt. Hakk^ (9(X) m., Shukayu), prov. Mutsu (Y. Hokikawa, 
no. 1222, July 1928) ; Nohezi, prov. Mutsu (Y. Hokikawa, no. 757, 
July 1927) ; Tsuta, prov. Rikuchu (Y. Hokikawa, no. 1275, Sept. 

1928) ; Hiraizumi, prov. Rikuchu (Y. Hokikawa, no. 1184, May 1928) ; 
Sendai, prov. Riku/on (Y. Hokikawa, no. 260, March 1927) ; Deyu, 
Kitakanbara-gori, prov. Fxhigo (M. Shimakuka, July 1927) ; Yukyu, 
the hill, Koshi-gori, prov. Echigo (M. Shimakuka, Sept. 1927) ; Mt. 
Kiyozumi, prov. Awa (T. Makino, Apr. 1896, in Herb. 2nd Higher 
School) ; Hakone, prov. Sagami (S. Komatsu, Aug. 1906, in Herb. 
2nd Higher School) ; Fukuosan, Mie-gori, prov. Ise (Y. Mukata, in 
Herb. Imp. Univ. Tokyo, no. 6, Nov. 1911); Takahashi-machi, prov. 
Ritchu (M. Inumaku, no. 2, Nov. 1928) ; Tamakawa-mura, Kawakami- 
gori, prov. Bitchu (M. Inumaku, no. 6, D(*.c. 1928) ; Hiroshima, prov. 
Aki (Y. Hokikawa, no. 14^1, Feb. 1921) ; Insl. Miyajima, prov. Aki 
(Y. Hokikawa, no. ft15, Apr. 1927); Iwakuni, prov. Suou (Y. Hori- 
kawa, no. 286, March 1927). 

Shikoku : Sakawa-machi, prov. l\)sa (T. Yoshinaga, no. 1245, 
July 1928). 

Kiushiu : Aida, prov. Higo (K. Maykbaka, no. 1, Feb. 1927) ; 
Aoshimamura, prov. Hiuga (Y. Hokikawa, no. 358, Apr. 1927) ; Mt. 
Aoi-dake, prov. Hiuga (Y. Hokikawa, no. 431, Apr. 1927) ; Mt. Kiri- 
shima, prov. Osumi (Y. Hokikawa, no. 487, Apr. 1927) ; Kagoshima, 
prov. Satsuma (Y. Hokikawa, no. 537 Apr. 1927). 

Distrib. Kurope, Siberia, Caucasus, Himalaya, China, Alaska, 
North America, and Azores, Madeira, Canary Islands. 

Conocephalus supradecompositus (Lindb.) Stkphani 

(Text-Figs. 2-3) 

SamJea supradecomposita Lindbkro, Acta Soc. F. FI. Fenn., Il, no. 5. 
Conocephalus supradecompositus (Lindb.) Stephani, Bull. Herb. Boiss. Vol. V, p. 
(1897); Okamura, in Making’s Nipp. Shokub. Dzukwan, p. 1254 (1925). 

Fegatella sp. Tsuge, Hepat. Jup. (m8«.) p. 33 (1887). 

Dioicous. Mesophyte. Growing in densely caespitose, yellowish 
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grt'cn patches. Thallus not shiny, 2-3 mm. broad and 25-30 mm. long, 
repeatedly dichotomous, sometimes alUTiiately ])innate, somewhat firm, 
flat with dentate lobed margin. Dorsal surface' with indistinct small 
areolae forming a regular network ; epidermis (‘omposed of 5-7-angIed 
thin-wall(*d cells, mostly 51-55 // wide' (averaging abouf 53 //) and 74- 
104/^ long (averaging about 97 /i). Pores (with their surrounding 
cells) simple, e'levated, visible to the naked eye, mostly 79-158 /i long 
and 66-1 18 /e broad, with 6-7 concentric rings of cells, the innc'rmost 
ring composed of 6-7 cells. Rhizoids numcTous, colourless and smooth. 
Airchambers low, their boundaries distinct, usually occupying about 



2. Ciiowin^'habil of Conner phnius suprndrn.jn- 
pnsttus (Ijndh.) SrhPiiANi, brjiriiif' numerous m.ilun* 

Imlos in natural si/<*. 


1/6 of thickness in the middle and almost all of it in the marginal 
portion, photosynthetic filament 1-3 ct'lh'd, beak-cell being broader. 
Midrib prominent below; compact ventral tissue mostly 13-16 cells 
thick in tht' median portion, mucilage cells are well developed, some 
cells with distinct streak-shaped pits; somewhat suddenly passing int.» 
larger cells of the lamina, t'nding in 1- or 2-celled margin. Ventral 
scales rather distant, tend('r, in one row on each side of th(' midrib, 
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with a violet, orbicular appendage*. Capsule clavate-pyriform, apex 
pointed, dehiscing at maturity by throwing off an apical cap, the 
remaind(*r splitting longitudinally by irregularly H reflexed valv(*s. 



Text-Fiii. a. ConovvphaluH supradecnmpnsitm (\ Awm ,) Stkpuanf 
J. llalut of plant with matun* spoiophvtos in natural si/o 2. Ooss-seclion 
of part of thalliis including a por<\ x 1 1 1 ,*1. Mai^inul portion of thallus, in 

cross-so< tion, xltt Mai'Kinul part of thallus, surfaco mow, x8. 5. (Voss- 

section of y poduiah* x 12, a near apex, h. near base 0. Sporo^onia, x8 7. 
Inner roll-wall of cap^julo, x283. 8 Spores, x28i}, a. surface view. b. optical 

section. 9. Habit of plant W’ith a younK sporophyle and many >?emmac*-branches 
in natural si/e. 10. A part of <lilto, ventral view, x 12. 11. (lemmae, X 12. 
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Capsule-wall of a single* layer of cells e\c(‘pt at the apex, with brow- 
nish-yellow annular thickenings. ? receptach' campanulate, almost 
entire, brownish, cc mposecl of l-H tubular involucres, each enclosinj^ 
a single sporogoniuni. Peduncle of 4- recepta(‘le from the apex of a 
branch, with a single rhizoid-furrow, 25-12 mm. long, hyaline but 
purple b('low The bas(‘ sun*ound<'d by collar-shapt'd elevaU'd fold of 
the thallus. Spores 00 82.5// (avcTaging 72//) in diametiT, yellowish- 
brown, minutely papillosi\ Klaters relativc^ly short and variable in 
breadth, 8.5 21.3/^ broad, 52.5-289// long, with 2 5 yc'llowish spines. 
Gemmae are producc'd numerously in autumn at th(* top of short 
branches, lenticular, broader than long, dark i)urple. 

Fr, April. Roth and ^ sexual organs are ripe in August. 
Hnb, On moist shady soil in gardens, banks and sid(‘s of ditches. 
Loc, 

Hondo: Asamushi, prov. Mutsu (Y. Hoiukawa, no. 771, July 
1927); Nohezi, prov. Mutsu (Y. Hokikawa, no. 711, July 1927); 
Sendai, prov. Rikuzen (Y. Houikawa, no. 201, March 1927 & no. 
IIGI, May 1928) ; Kl. Katsura-shirna, prov. Rikuzen (Y. Hokikawa, 
no. 780, July 1927) ; Osawa-mura, prov. Riku/cm (M. SinnATA, no. 
1015, Oct. 1927) ; Nagaoka, prov. Echigo (M. Siiimakuka, Sept. 1927) ; 
Tokyo (T. Makino, Sept. 1897, in Herb. 2nd Higher School) ; Mt. 
Kiyo/umi, prov. Awa (S. KoMvrsLi, Aug. 1900, in Herb. 2nd Higher 
School); Hakoni', prov. Sagami (A. Yasuda, Aug. 1905, in Herb. 2nd 
Higher School) ; Chikusa-mura, Mie-gori, prov. ls(‘ (Y. Mukata, in 
Herb. Imp. IJniv. Tokyo, no. 5, Nov. 1911); 1 akahashi-machi, prov. 
Ritchu (M. Inumaku, no. 3, Nov. 1928) ; Hiroshima, i)?-ov. Aki (Y. 
Hokikawa, no. 1, Sept. 1922). 

Shikoku: Sakawa-machi, prov. Tosa (T. Yoshinaga, no. 1217, 
July 1928); K(Vhi, prov. Tosa (T. Yoshinaga, no. 1210, July 1928). 

Kiushiu : Kumamoto, prov. Higo (Y. Hokikawa, no. 031, Apr. 
1927); Aida, prov. Higo (K. Mayebaka, no. 27, March 1927); 
Miyakonojo, prov. Hiuga fA. Nogik’HI, no. 1, Aug. 1927), Aoshima- 
mura, prov. Hiuga (Y. Hokikawa, Api‘ 1927); Kagoshima, prov. 
Satsuma (Y. Hokikawa, no. .538, 573, Apr. 1927). 

DistrilK China (prov. Shenshi). 
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(Jenus: LUNULARIA Micheli (1729) 

Lunularia cruciata (1^.) Dumoktikk 

('IVxt-FiKs. t-5) 

Marrhantin cruciata Linnk, Sper. plant II, p. IfiOt 

Lunularia vulgaris Micukli, Nov. plant, gon., p. I ( 1729X 

Lunularia irucuita (L.') Dum., Sc iiiu nku, in Eniii-kr ii. Pu^Nri., Natiirl. Pflan/on- 
fam., Toil I, Alil. .'I, p. .‘15 (1895); SrmiANi, Spec. IIcpul.. Vol. I, p 14.3 

Dioicous. Mosopliyte. in extended, dense, intense gn^en and 
shiny layers, becoming l)r()Vvnish-yeIlow with age. Thallus 0.4- 
0.8 cm. broad and 1.5- 2 cm. long, obcordate and cmarginate at the 
apex, slightly concave, margin descending, sinuat<‘. Dorsal epidermis 



Tc*\t*KiK. Gn»wing-habil of Lunularia cruciata (L.) Dum., licannKl nume- 
rous (Trscent-shapeil cupules in wlii<*h an* prodiavd ^I'mmae in natural si/<*. 


composed of ^-T-angled cells with thickened or thin walls according 
to the condition of habitat, mostly 17-23.4/t wide (averaging about 
21 /^) and 34-53 /t long (averaging about 42.5 /^). Pores (with their 
surmunding c(*lls) simple, highly elevated, mr tly 78.8 93^/^ wide and 


HEPATICAE OF JAPAN. II 


405 


105-131 /i long, with 4-5 concentric rings, each ring being usually 
composed of 6 hyaline cells. Rhizoids numerous and colourless, smooth 
or tuberculate. Air-chambers relatively well developed, their boundaries 
distinct, occupying about 1/5-1/4 of thickness in the middle and almost 
the whole in the marginal portion. Midrib more or less prominent 
below ; compact ventral tissue mostly 16-20 cells thick in the middle, 
oil-cells distinct and scattered, gradually passing into the lamina, ending 
in a 1-celled margin. Ventral surface green, scales in one row on 



Text*Fi>jf. 5. Lunularta cruciata (L. ' Dumortiek 
1. A lhallus with rrcscent-shapcd cupule and t roreptade, in natuial sj/.e. 
2. ('ross'seciion of thallus, x 12. .‘I. A por* .urfato view, x 2a3. 4 Ditto, in 

cross-section, X2.33. 5. Cross-section of marginal portion of thallus, x233. d. 

Cells from middle part of thallus including three oil-bodies, in cross-section, 
X 114. 7. I.ongitudinal-section of receptacle, xl6. 8. Marginal portion of cupule, 
xlU. 
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each side of the midrib, hyaline, very tender, broadly lunate with a 
rotundate appendage and several oil-cells. receptacle sessile, disci- 
form at the apex of a short branch, becoming apparently lateral, 
surrounded, except in front, by the elevated border of the thallus. 
Gemmae numerous in semi-lunular cupules having entire margin of a 
fold of the epidermis on the postical side, lenticular, vertically inserted, 
with a 1-celled hyaline pedicel and a closed sinus at each side. 
Antheridia ripe in November-December. 

Hab, On moist soil in flower-pots and gardtms. 

I^c, 

Hondo : Sendai, prov. Rikuzen (Y. Houikawa, no. 25S, Feb. 

1927) ; Koishikawa Botanical Garden, Tokyo (Y. Horikawa, Jan. 

1928) ; Hiroshima, prov. Aki (Y. Horikawa, May 1923). 

Distrib, Europe, Persia, Africa, North America, South America, 
Australia and Azores, Madeira, Canary Islands. 

Remarks. This genus, being composed of a single species, can be 
easily recognized from the other closely related genera by the crescent- 
shaped cupules, which arc almost always present. So far as the author 
has observed, in our country the plants are either ^ or sterih', and 
plants are yet undiscovered. The genus is new to Japan. 

Genus: CHOMIOCARPON Lindberi; (1877) 
Chomiocarpon quadratus (Scop.) Lindberg 

(Text-Fig. 6) 

Manhantia quadrata Scopoli, FI. Cam., p. 120 (1760). 

Marchantia commutata Lindsnberg, Syn. Hep., p. 101 (1829). 

Frnssia quadrata Nees, Eur, Leb. IV, p. 135 (1838). 

Premia commutata Nees. Eur. Leb. IV, p. 117 (1838); Stephani, Bull. Herb. Boiss. 
Vol. V, p. 82 (1897). 

Chamiocarpon quadratus (Scow) Lindiikro, Ilepat. utvcckl. p. 6(1877); Schiffner, 
in EN(iEER u, Prantl, Natilrl. Pflanzenfam. Teil I, Abt. 3, p. 36 (1893). 

Dioicous or monoicous. Mesophyte. Growing in rather extended 
pale green patches. Thallus attaining to 25 mm. in length and about 
8 mm. in breadth, ligulate, furcate, margin thin, crenulate and purple. 
Dorsal epidermis composed of 5~7-angled cells with thin walls, mostly 
31-47/^ in diameter (averaging about 39 /i). Pores (with their sur- 
rounding cells) compound, small but distinct to the naked eye, usually 
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78-131 /i long and 64-96 wide, with 4-5 superimposed concentric 
rings of cells, each ring being usually composed of 4-6 cells. Rhizoids 
numerous, 15-32 wide, colourless, smooth, rarely mingled tuberculate 
ones. Air-chambers distinct, filled with chlorophyll-bearing filaments. 
Midrib prominent below ; compact ventral tissue mostly 23-26 cells 



Text-Fig. 6. Chomiocarpon quailratus (Scop.) Lindhkko 

1. Habit of plant with mature sporophytes, in natural size. 2. A thallus 
with t receptacle, in natural size. 3. A pore, ui surface view, X2.33. 4. Ditto, 
in cross-section, x233. 5. Cells from the middle part of thallus including two 

sclerotic-fibres, in cross-section, x460. 6. Cross-section of thallus, somewhat 

diagrammatized, X 16. 7. Peduncle of receptacle, in cross-section, X 33. 8. Inner- 
wall of capsule, x233. 9. Spore, x233. 
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thick in the median portion, the walls thin, some longitudinal brown 
fibrous cells present, usually with 2 bundles of cells infected with 
hyphae on each side of midrib, the cells here have purple walls, rather 
suddenly passing into the lamina, ending in a 1-celled margin. Ventral 
scales imbricate, in one row on each side of the midrib, pigmented 
with purple, semi-lunar with a small lanco-shapcd appendage. 
receptacle hemispherical, green with short 4 cuneiform lobes, each 
lobe with air-chambers and compound pores, one involucre under each 
lobe, containing an inllated perianth with a single capsule. Capsule- 
wall consisting of one layer of cells with numerous brown annular 
thickenings. Capsule rather longly ix'dicellate, .slightly exserted, .sub- 
globo.s<‘, dehiscing at maturity by throwing off a cap, the remainder 
splitting about to the middle by 6-7 irregular, revolute valves. 
Peduncle of receptacle 20-25 mm. long with two rhizoid-furrows, 
destitute of dorsal airchamht'rs. Spon's brown, 45-60 (averaging 
55 n) in diameter, coarsely reticulate, rounded-tetrahedral, lamellae low, 
forming numerous areolae, margin of si)ore appearing as if crenulate- 
dentate. Elaters slender, 183-329 // long, (abnormally 105/') and 8.5- 
12.7 /i wide, with 2-3 reddish-brown loosely twisted spires. recep- 
tacle 3 mm. wide, circular, upper surface green, scales rudimcntal or 
indistinct on lower surface, rounded at the apex with thin wavy margin, 
closely papillose, with compound pores and air-chambers, (’upules 
absent. 

Fr. July-August. 

liab. On moist soil and rocks in the subalpine districts. 

IjOC. 

Honshiu : Mt. Komagatake, prov. IJgo (I. Kashimuua, no. 25, 
July 1928) ; Mt. Iwate-san, prov. Rikuchu (S. Habara, no. 1269, July 
1928). 

Dislrih. Europe, Spitzbergen, Siberia, Himalaya, Mexico. North 
America, Alaska and Greenland. 

Remarks. The genus Chomiocarpon is monotypic. ^ receptacle 
of our Japane.sc specimens has a very short peduncle, compared with 
the European ones. 
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Genus; BLASIA Michki,i (1729) 

Blasia pusilla Ijnnk 

aexl-FiKs. 7-«. 10 & Table's I 2 ) 

Blasia pusilla LiNNK, Spec plant, cd. 1. p lldS (1753); Tsiu’.k, Hepat .Lip (mss.) 
p. .51 (18S7), Sf'HiFF.Ni'.R. in Kncji.kr u. Prantl, Nalliil Pllan/enfam Teil I, Abt p. 
57 (1893); Strpii\ni, Spec Ilepat Vol I, p 3(13 (UMK)). 

Jungermanma Blasia IIooKKK. Rnt Jungerm PI 83-81. (181(1). 

Dioicous. Mesophyte or hygropliyto. In yellowish gretMi (fretiiiently 
pigmented with purple) (‘xtt^ndc^d layers, sometimes forming rost'ttes. 
Thallus 3-5 mm. broad and 2 3 cm. long, r(‘peatedly dichotomous, with 
several rotundate lobes, the margin ascending. Midrib broad and 
nearly Hat abov(' and below, J 10 cells thick in the median portion, 
usually with f longitudinal whitish bundles containing a deposit of 
CaC'Oj, gradually passing into the l-celled lobes, the marginal row of 
(’ells smaller, crenulate. Lobes rather distant but distinctly succubous, 
alt(Tnate, more or less regularly arranged, semi-lunular in outline, 
0.86-1.5 X 1.7-2 mm., the margin nt'arly entire. Cells of lobes 5-7- 
angled, 38-53// (averaging 17) x 70-96/' (averaging 85), thin-walled. 
Khizoids numerous, 12-l5/i wide, smooth and whitish. Underleavc's 
distant, in one row on eax h side of the midrib, ovate, dentate, lu'af- 
auricles generally two at th(* base of each lobe', oval, hollow, becoming 
filled with iVo5/oc-colonies and app(*aring as black dots through the' 
thallus. Involucre fusiform with a constricted mamillate apex, including 
tend(T and hyaline calyptra. Capsule oval, pale olive brown, 1.2 mm. 
broad, 1. 5-1.8 mm. long, with a collar at the base, (hdiiscing by 1 
valves; capsule-wall consisting of 3-1 layers of cells, those of the 
outer layer with nodulose thickenings in radial walls ; those of the 
inner layeis smaller and tender without any thickenings; pedicud hyaline', 
with tint of pale green, 0.6-0.7 mm. broad, 15 30 mm. long. Spores 
35-61 /' in diameter, rounded-tetrahedral, yellowish-green, minutely 
papillose. l^latcTS pale green, 13-16// broad, 236-321// long, with 
2-1 spires. Elater-bearers rudimentary, at the bottom of the ('apsule. 
^ plant smaller; antheridia oval with a short pedicel, immersed singly 
in small alveoli of the dorsal side of the midrib. Cemmac' of two 
kinds; one being spherical to oval, 92-99x118 138// yellowish-green, 
multi-cellular and longly pedicellate, in flask-shaped re(*('f)tacles with 
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T<*xt-Fig. 7. Blasia pusilla Linnl 

1. t thallus with aniheridia, flask'shapcd receptacles and stellate gemmae, 
in natural size. 2. Cro.ss*scction of thallus, x 12. 3. Middle part of ditto, x 75. 
4. Underleaf, X 144. 5. Capsules, x8. 6. Spores, x490. 7. A part of basal 
portion of flask'shaped cupules, X 144. 8. Mature gemmae from ditto, X 14 k 9. 
Stellate gemmae, x75, the lower two under germination. 


long necks situated on the dorsal side of the midrib ; the other occur- 
ring as loose stellate scales on the dorsal surface near the apices of 
the thallus. 
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Fr. April-May, 

Hab. On moist ground 
and wet banks. 

Iak, 

Honshiu : Tsuta, prov. 

Rikuchu (Y. Horikawa, 

Sept. 1928) ; Yamanaka- 
daira, prov. Rikuzen (Y. 

Horikawa, no. 134<), Nov. 

1928) ; Osawa-mura, prov. 

Rikuzon (M. Shibata, no. 

1016, Oct. 1927) ; Sendai, 
prov. Rikuzen (Y. Hori- 
kawa, no. 224, Sept. 1926, 
no. 263, March 1927 & 

S. Okabe, no. 1007, Sept. 

1927) ; Katsura-shima, 
prov. Rikuzen (Y. Hori- 
kawa, no. 779, July 1927) ; 

Taira, prov. Iwaki (T. 

Ono, no. 1006, Aug. 1927); 

Mt. Temmoku, prov. Kai 
(K. Tamura, no. 70, Oct. 

1902) ; Mt. Komagatake, 
prov. Shinano (Y. Hori- 
kawa, no. 129, July 1923); 

Togo-mura, prov. Aki (I. 

Kashimura, no. 23, Oct. 

1925) ; Mt. Fukuoji, prov. 

Aki (A. Noguchi, no. 3, 

Oct. 1926) ; Kure, prov. 

Aki (A. Noguchi, no. 4, 

Feb. 1928). 

Shikoku : Tochu, Hongawa-mura, prov. Tosa (T. Yoshinaga, no. 


Tcxt-Fif?. 8. A marginal part of ihallus 
of BUutta pusilla L., showing* the state of 
succuhous lolx's, x50. J ) . j ^ 



1, Nov. 1928). 

Kiushiu: Nankwan, prov. Higo (Y. Horikawa, no. 139, Sept. 
1923., no. 200, Apr. 1924) ; Sakaki-mura, prov. Higo (Y. Horikawa, 
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no. 40, March 1923 & no. 314, Apr. 1927) ; Aida, prov. Higo (K. 
Maykbara, no. 8, Feb. 1927) ; Kagoshima, prov. Satsuma (Y. Hori- 
KAWA, no. 589 & 590, Apr. 1927). 

Distrib. Europe, North America and Asia. 

Genus: CAVICULARIA Stephani (1897) 

Cavicularia densa Stkphani 

(Tcxt-FiKs. 9, 11, & Tablfs 1 2) 

Cavicularia densa Stepmani, Bull. Horb. Hoiss. Vol. V, p. 87 (1897); Miyake» Bot. 
Ma)ja/. Tokyo, Vol, 12, p. 85 (1898); Schifenkr, Oosterr. Bot. ZciUch. Bd. 49, p. 391 
(1899); Horikawa, Sci. Rep. T6lioku Irap. Univ. 4th Series, Vol. Ill, p. 259 (1928). 

Dioicous. Mcsophyte or hygrophyto. Growing in deep green, 
densely caespitose patches. Thallus large, 1-10 mm. broad» and 2-5 cm. 
long, repeatedly dichotomous, the margin irregularly dentate. Midrib 
broader, the epidt^rmal cells far smaller than the inner cells, 12-16 
cells thick in the median portion, usually with 4-5 longitudinal bundles 
containing a d(*ix)sit of CaCO,, gradually passing into the 1 -celled 
lobes. Lobes succubous, imbricate, semi-circular in form, ().til-0.47 x 
0.6-1. d mm., the margin irregularly incised and somewhat undulating. 
Cells of lobes 5-8-angled, 23 34x23- 57 Rhizoids numerous, 11 ~ 
55 wide, smooth and whitish. IJnderleaves distant, in one row on 
each side of the midrib, ovate, dentate. Leaf-auricles generally two 
at th(' base of each lobe, oval becoming filled with Afos^oc-colonies 
and appearing to the naked eye as black dots through the thallus. 
Involucre and calyptra resembling that of Blaaia pusilla but larger. 
Capsule oval, brownish yellow, 1-1.7 mm. broad, 1.6-2.2mm. long, 
with a collar at the base, dehiscing by 4 valves ; capsule-wall consisting 
of 3 layers of cells, those of the outer layer with nodulose thickenings 
in radial walls ; those of the inner layers tender, without any thicken- 
ings ; pedicel hyaline with tint of pale green, 0.8 -1 mm. broad, 26- 
55 mm. long. Spores 46-88 p (mostly 62 fi) in diameter, nearly spheri- 
cal, greenish-yellow, minutely papillose. Elaters brownish yellow, 13- 
26 p in breadth, to 472 p in length, with 2-4 spires. Elater-bearers 
rudimentary, at the bottom of the capsule. ^ plant smaller ; antheridia 
oval with a short pedicel, immersed singly in small alveoli of the 
dorsal side of the midrib. Gemmae numerous in crescent-shaped 
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Toxt-Fii^. 9. Cavicularta di^nsa Sikphani 
1. Thuilus with anthcridia and cTfscent*sha(»od gemmae-receptarles in natural 
size. 2. Marginal portion of thallus, xl4k d. Cross-section of thallus, xl2. 
A. Half-part of middle portion of ditto, x75. 5. Underleaf, x 144. 6. A part of 
basal portion of gemmae*cupu!es, X 144. 7. Mature resting gemma, x 144. 8. 

Ditto, under germination, Xl44. 9. Younger gemma, under germination, x 1 44. 
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cupules situated on the dorsal side of the midrib, vertically inserted, 
with a long 1 -celled hyaline pedicel, when mature broyvn and somewhat 
lenticular in form, 184-210 x 184-197 in diameter. 

Fr. April-May. 

Hah, On moist and wet banks in the mountainous regions. 

Loc. 

Honshiu : Tsuta, prov. Rikuchu (Y. Horikawa, no. 1278, Sept. 
1928) ; Hanamaki, prov. Rikuchu (Y. Horikawa, no. 1183, May 1928) ; 
Hiraizumi prov. Rikuchu (Y. Horikawa, no. 1188, May 1928) ; Osawa- 
mura, prov. Rikuzen (M. Shibata, no. 1017, Oct. 1927) ; Sendai, prov. 
Rikuzen (E. Iishiba, Oct. 1927) ; Tatsunokuchi, a vicinity of Sendai, 
prov. Rikuzen (Y. Horikawa, no. 225, Sept. 1926 & no. 262, March 
1927, & no. 731, Apr. 1927) ; Kamakura, prov. Sagami (K. Hisauchi, 
in Herb. Imp. Univ. Tokyo, no. 4, Jan. 1915) ; Kyoto, prov. Yamashiro 
(M. Shinmachi, Oct. 1928). 

Kiushiu : Ohara-mura, Tamana-gori, prov. Higo (Y. Horikawa, 
no. 317, Apr. 1927). 

According to Stkphani (1897), “ Akita, Kamiiso, Towada, Tsurugi- 
zan. Faurie 14862, 14031, 14499’’. 

Distrib, The genus and species endemic. 

Remarks on Blasia and Cavicularia, . 

In my preceding paper (1928) I have pointed out that Blasia and 
Cavicularia are very closely allied genera mainly with respect to the 
sporophyte. Some of the most important differences in the gametophyte 
are as follows : 



Blasia 

Cavicularia 


1 annual & smaller 

perennial & larger 

Thallus .... 

/yellowish green, often 

1 tinged with purple 

deep green, never 
tinged with purple 


' flexuous 

brittle 

Lobes 

1 more or less distant 

imbricate 

(larger, average 1.18 x 

‘ 1.84 ram. 

smaller, average 0.4 x 
0.95 mm. 

Lobe-cells 

47x85p 

29 x 40(1 

Cupules 


crescent-shaped 

Gemmae 


one kind 


Concerning the gemmae of Cavicularia^ one controversy exists 
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among the writers. Schiffner'^ and Goebel*^ maintain that there are 
two sorts of gemmae in the cupules of this plant and Stephani'^ 
recognizes only one kind of gemmae. After examination of numerous 
materials the author was able to come to the conclusion that the 
gemmae of Cavkularia are when mature typically of a definite', longly 
pedicellate, thick-walled form {Dauerbrutkorper)^ but some gemmae 

TABLE 1. 

Sexual dimorphism of Blasia pusilla and Cainculana densa 
Width of thalli in & cT^ 


BUuia pusilla Cavicularia densa 


Width 


4- 





4- 



groups 

in 

> 

Sum of 
group- ' 
values 1 

•sf 

& 

Sum of 
group- 
values 

Mean in , 
each group 



.£ g 

Q '-...'fig 

mm. 

CT'— 

1 

si 

o 

3 VM 

0) ^ 

3 

£ 

Sum 

group 

value 

Mean 
each gr 

Frequer 

(f) 

Sum c 
groui: 
\aiue 
Mean 
each gr< 

0.6- 0.8 




4 

.32. o| 0.8 





O.U- 1.2 




62 

69.2| I.I4 





1.3- 1.6 




142 

217.4 1.6., 





1.7- 2.0 




104 

193.81 l.8„ 




1 2.02.0 

2.1- 2.4 

3 

7.0 

2.3n 

79 

178.8i 2.2,. 




11 25.6 2.3, 

2.6- 2.8 

16 

43.4 

2.7, 

62 

166.21 2.2„ 




40 108.6 2.72 

2.0- .1.2 

37 

116.0 

8. 14 

41 

126.8 3.0g 




61 ; 189.6 3.1, 

.3.3- .3.7 

73 

266.8 

,3.6 

16 

66.0 3.44 




73 266.6,3.6 

3.8- 4.1 

117 

467,6 

3.9, 


1 




84 .328.4,3.9, 

4.2- 4,6 

in 

477.4 

4.3 






86 366. 8' 4.. 82 

4.6- 4.9 

! 77 

.361.4 

! 4,6ft 


i 




60 282.0 4.6 

6.0- 6.3 

40 

203.4 

6.O0 

1 j 

‘ 

4 

20.6 

6.1s 

44 223.4 6.0s 

6.4- 6.7 

181 

«8.4 

6,47 


i 

17 

94.2 

6.64 

26 142.2 6.4; 

6.8 6.1 

6! 

29.2 

6.84 

! 

1 

.30 1 

177.6 

6.9j 

14 82.2;6.8; 

6.2- 6.6 

SI 

18.8 

6.2; 

j 

: 

41 

268.6 

6.4; 

1 6.2 6.2 

6.6- 6.9 

^ 1 




66 

435.8 

6.7 


7.0- 7.3 

i 1 


i 


, 

76 

640.2 

7.1, 


7.4- 7.7 

! 

1 


1 


1 

97 

727.2 

7.5 


7.8- 8.1 




1 

1 

1 

67 

628.6 

7.8 : 


8.2- 8.6 






46 

.381.4 

1 8.2<, j 


8.6- 8.9 






25 

217.4 

8.7 


9.0- 9.3 





1 i 

22 

200.2 

9.1 


9.4- 9.7 





! 1 


85. 2| 

9.4; 


9.8-10.1 



1 

! 

! ; 

, J 

9.8 

9.8 


Total sum 

600 

2068.4 


600 

1027.2} 

600j.3676.8 

1 

1 6001201 2. 6. 

1 


OShiffner. Vm Oesterr. Bot. Zeitsch., p. 392 (1899). 

-^Goebel, K., Organographie d. Pflanzen, Zweiter Teil» p. 670 (1915-18; 
^^Stkphani, F., Species Hepaticarum, Vol. I, p. 363 (1900). 
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Table 2. 

Sexual dimorphism of Blasia pusilla and Cavicularia densa. 
Measure of mean (M) and standard deviation ('i) in mm. 




Moan (M) 

P. E mean 

, 

M4- — Md" 

Standard 

1 Coefficient of 



|P. E diff. mean 

1 (a, b) 

deviation (a) 
P. E-t 

' variation (\) 
i P. Ev 

i 

Blasia pusilla 

-f- 

4.1»4±0.02, 

2.12»+0.02, 

O.TOatO.Ol^ 

1 16.9a.±0.67o 

! 


2. 00, ±0.01, 


0.66, ±0.01, 

1 27. 62, ±0.61^ 



7..o6.j±0.C2, 


0.tM2±0.02o 

i 12.8l6±0.28. 

Cavicularia densa 



4.a2«±0.0.\ 




.1.('2i±0.02„ 

0.867+0. 01s 

28.71,10.66; 


being already germinated when young within the receptacle, appear 
to be very divergent from the mature ones. Yet as all the kinds of 
transitional forms between these two extremes are found, and as all 
of them are no doubt of a homologous origin as already discussed by 
Gokbei., it will be most reasonable to regard the gemmate of Cavi- 
cularia to be in reality of only one kind. 

Blasia and Cavicularia are l)oth monotypic genera and are strictly 
dioicous. Since some years ago I have noticed the fact that in these 
plants the female thalli are far larger than the male*. Fortunately 
they are growing very abundantly in the vicinity of Sendai. I 
estimated, in the middle of August 1927, the width of and ^ 
thalli with “ Messlupe ” (unit in 0.2 mm.). A thousand individuals of 
Blasia (-?- 500, ^ 500) and the same numbers of Cavicularia (-?- 
500, t were used for the* estimation. The results are given in 

Table 1-2 and Text-Figs. 10 11. 

Recently I-ORBEKr'^ reported that Pellia Fabbroniana and P. 
Neesiana n'present a distinct sexual dimorphism but he does not 
recognize it in Blasia pusilla. Over ten years ago Lorch*^ described 
“Mannl. Pflanzen kleiner”. At any rate, so far as the author is 
concerned, Japanese specimens of Blasia pusilla are representatively 
good examples of the sexual dimorphism, as well as Cavicularia densa. 


OLorbkf.r, G., ZeiUch. f. Induk. Abstamm. u. VcTerb., Bd. XXXXIV, p. 24 (1927). 
‘-^Lorch, W., Die Torf- u I^^bermoose, in Lindaus Kryptogamenflora f. Anffinger, 
p. 86 (1914). 
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Genus: CALOBRYUM Nees (1836) 

Syn. Rhopakmthus Lindberg (1874) 

Scalia Spruce (1885) 

Calobryum rotundifolium (Mrrr.) Schiffner 
(PI. XVII.) 

Rhopalanthus mnioides Tjndhrrg, Manip. Muse. II, p. 390 (1874) & Hedwijpa, p. 
139 (1875). 

Scalia rvtundifolia Mitten, Trans. Linn. Soc. London, 2nd Senes, Vol. Ill, p. 204 
(1891). 

Calobryum ro/wndf/o/ittm (Mitt.) Schiffner, Ocsterr. Dot. Zcitschr., p. 389(1899); 
Ik END, Shokubutsu KeitA-^aku, Vol. II, p. 354, Fig. 223 (1922). 

Cfdtfhryum mnioides (Lindb.) Stei*hani. Spec. Hepat. Vol. 1, p. 399 (1900); Oka- 
MURA, in Making's Nipp. Shokub. Dzukwan, p. 1260 (1925V, Hay at a, Bot. Magaz. 
Tokyo, Vol. XLII, p. 183 (1928). 

Cedohryum rotundifolium (MiTT.) Stephani, Spec. Hepat. Vol. VI, p. 76 (1917). 

I^ioicous. Mesophyte. Plants growing in oblique or erect loose 
tufts, usually 1.5-2.3cm. long and 5-6 mm. wide, pale green when 
fresh, dark green and shrinking when dry. Stems 1 mm. in diameter, 
with the pale yellowish basal rhizomatous portion, simple, thick and 
succulent, in sterile one equal-sized everywhere, in fertile larger at 
upper part, in cross-section slightly compressed dorsiventrally, therefore 
broad elliptical, usually about 20 cells wide, cells large and thin-walled ; 
in the centre there exists a small-celled conducting bundle. Rhizoids 
absent. Leaves entire, suborbicular, smaller below and larger above, 
arranged distinctly in three rows ; in sterile and in two rows, lateral 
leaves equal-sized, approximate, alternate, patent, suborbicular in out- 
line, dorsal leaves (according to Stephani, amphigastria) in one row, 
smaller and alternate with the lateral leaves, approximate ; in ^ stem 
three rows of leaves similar in size, distant, uppermost three leaves 
usually largest. Leaf-cells plane and 4-7-angled, 27.5-57.7/^ at the 
apex, 27.5-55 X 55-96.3 /i in the middle and 35.7-55 x 94-110/^ at the 
base, walls thin and angles not thickened, with numerous chlorophyll 
granules. Perianth absent. Calyptra much-exserted from the stem 
leaves, linear-oblong, nearly hyaline, 7-9 mm. in length and 1.4 mm. 
in diameter; the wall consisting of a 5-6-celled layer. Capsule 
cylindrical, brown, 3.5 mm. in length and 0.93 mm. in diameter, dehi- 
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scing to the base usually on one longitudinal line. Capsule-wall 
consisting of a single one-celled layer, each cell with a brownish-yellow 
annular thickening. Pedicel 3 cm. in length, hyaline, hollow, wall 4-5 
cell-thick. Spores spherical, 22-25/^ in diameter, pale yellow and 
minutely papilose. Elaters very long, usually 590-740/^ long and 
5.5-7 fi broad, pale yellow, bispiral and loosely twisted, longly attenuate 
to slender extremities. Archegonia and antheridia numerous on each 
terminal receptacle. 

Fr. April-May. 

Hah, In moist ground and among other mosses in forests. 

Loc. 

Ilonshiu : Sendai, prov. Rikuzen (Y. 1 Iorikawa, no. 229, Sept. 
1926) ; Karasuzawa, Aomi-zinsha, Kamo-machi, prov. Echigo (B. 
Hayata, 1894) ; Hiroshima, prov. Aki (Y. Hokikawa, no. 63, Apr. — 
May 1923); Insl. Miyajima, prov. Aki (Y. Hokikawa, no. 651, Apr. 
1927 & A. Noguchi, Feb. 1929). 

Shikoku : Ogawa-mura, Takaoka-gori, prov. Tosa (T. Yoshinaga, 
1899). 

Kiushiu : Mt. Aoi-dake, prov. Hiufea (Y. Hokikawa, no. 448 & 
no. 476, Apr. 1927) ; Aoshima-mura, prov. Hiuga (Y. Hokikawa, no. 
394, Apr. 1927) ; Kagoshima, prov. Satsuma (Y. Hokikawa, no. 550^ 
Apr. 1927). 

Distrib, The species endemic. 


Genus: PTIUDIUM Nees (1833) 

Ptilidium pulcherrimum (Web.) Hampe 
rpi. XVIII, Figs. 10-15 & Text-Fig. 12; 

Jungermannia pulchemma Wkbkr, Specilegiiim FI. Gottingensis, p. 150 (1836) 
Ptilidium pulcherrimum Hampk, Prod. FI. Ilerryn., p. 76 (1836). 

Blepharozia pulckerrima Lindberg, Musci Seantl., p. 5 (1876). 

Ptilidium ciltare (L.) Hampe, var. pulcherrimum Warnstorf, Krypt. FI. Mark 
Brand., p. 26 C1002\ 

Dioicous. Xerophyte. In loosely s< atten;d yellowish-green tufts. 
Plant attaining to 1.2-1.3mm. in width and 4-4.5 cm. in length. 
Stems 0.2-0.24 mm. in diameter, rather firmly attached to the sub- 
stratum, yellowish-greem, prostrate, irregularly branched, branches 
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shortly pinnate and frequently bipinnate. Rhizoids colourless at the 
base of the underleaves. Leaves 1 mm. long and 0.4H mm. broad, 
approximate below, imbricate above and on the branches, semi-antical 
portion larger, 8-11 cells broad at the base, patent or erect-patent 
and divided near to the middle into two unequal triangular lanceolate 
segments, the margins with 10-13 long, rigid and one-cell rowed cilia; 

the postical portion smaller, patent, 
deeply divided into two lanceolate 
segments with 6 longer curved or 
straight cilia. I.(‘af-cells 37 in the 
middle, 25 36x36-51 /< at the base, 
roundish oblong, th(' trigones large 
with often intermediate thickenings. 
Underleaves of stem somewhat di- 
stant, about half as large as the leaves, 
578 /i wide, 525/^ long, appnssc'd, 
rotund-quadrate, vc ntrioose, the upper 
margins densi^ly ciliate, the cilia fre- 
quently furcate lower half entire. 
Underleav('s of the branches smallcT 
than the steni-underleaves, contiguous 
to loosely imbricated, 263 n wide, 
237 long, more ventricose. in- 
florescence terminal on th(i stem or 
main branches, being Iat(T on short 
lateral branches through innovations. 
Involucral bracts embracing the 
pt'rianth, erect, resembling the leaves, the margins densely ciliate. 
Perianth 3-3.5 mm. long and 1 1.2 mm. wide, of one-cell layer, large, 
longly exserted, oblong-cylindrical, smooth, gradually narrowed towards 
the base, obtusely plicate above, the mouth contracted and 4-lobed 
cind ciliate. 

Fr. July-August. 

Hab. On the bark of trees in the alpine districts. 

Loc. 

Honshiu : Mt. Hakkoda, 1300 m., prov. Mutsu (Y. Horikawa, no. 
1288, Sept. 1928); Mt. Iwate, 1400 m., prov. Rikuchu (S. Hahara, 



Text-Fig. 12. Ptilidium 
pulrhcrnmum (Wfh.) Hami'K 
1. T.eaf, dissoeted from the 
stem, xas 2. Cilium from the 
antieal margin of a loaf, x233. 
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no. 1272, July 1928), 

Distrib. Europe, North America, Siberia, Canada and Alasca. 

Genus: LOPHOLEJEUNEA Spruce (1881) 

Key to the Japanese species 

Stems rigid ; leaves \evy closely imbricate ; underleaves closely 
imbricate and 2 2.5 times broader than the stem .. L. densiloba 
Stems flexuous ; leaves contiguous to loosely imbric'ate ; under- 
leaves distant and 5*6 times broader than the st mi . L. javanica 

Lopholejeunea densiloba Horikavva, sp. nov. 

lText-Fi«4. \X) 

Dioica. Planta ca(^spitosa, brunneo-virens, corticola, 2 3 cm. longa 
et 2.5 mm. lata. Caulis prostratus, 0.23 mm. in diam., irregular iter 
pinnatus. Folia caulina densi! imbricata, patula, parum convexa, 
oblongo-ovato, falcata, 1.46 mm. longa, 1.15 mm. lata, margine antico 
arcuato cauleni valde superante, postico parum curvato, apic(‘ vulgo 
obtusissima. Cellulae basi 30-38 x 36-17// diam., medio 28-38// diam., 
margine 17-23 // diam., trigonis majusculis, pari(‘tibus validis. Lobulus 
ovatus, 0.35 mm. loiv us, 0.3 mm. latus, inflatus, dente apicali introrso 
(angulo 25°), 6 cell, longo, basi 4 cell. lato. Amphigastria caulina 
magna, dense imbricata, reniformia, caul/' 5 6-plo latiora (0.7 mm. 
longa, 1.3 mm. lata) apice late truncata, basi abrupte acuta cl decur- 
rentia. Androecia in ramis terminalia, l)racteis 6 12 jugis. 

Uab. On the bark of tre/'s. 

1j)c, Caroline Is., l^alau I. (H. Sato, no. 1271, June* 1928). 

Dioicous. Xcrophyte. Plants growing in depressed brownish green 
patches, 2 -3 cm. long and 2.5 mm. broad. Stems prostrate*, very rigid, 
0.23 mm. in diameter, irregularly pinnate, the branches widely spread- 
ing, simple, usually with smaller leavc's than the stem. Leaves closely 
imbricate, the lobe somewhat convex, widely spreading, falcate, oblong- 
ovate, averaging 1.16 mm. long, 1.15 mm. wide, antical margin arching 
far beyond the axis, postical margin slightly curved, forming an obtuse 
angle with the keel, apex very obtuse, margin entire throughout 
Cells of lobe nearly plane, averaging 30-1^x36-17/^ at the base, 
28-38// in the middle and 17-23 /i at the margin, middle lamella 
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distinct, trigones large, intermediate thickenings occasional, oval in out- 
line, free walls of cells uniformly thickened. Lobule ovate in outline, 
averaging 0.35 mm. long, 0.3 mm. wide, inflated throughout, forming 
an angle of about 108** with axis (and base of lobule), more or less 
decurrent, keel strongly arched, free margin involute near the base, 



Tcxt-FiK. 13. Lopholejeunea denatloba Horikawa 
1. Apex of plant, antical view, xl2. 2. Part of plant with two bases of 
branches, poitical view, X 12. 3. Part of stem, the underleaves dissected away 

to show the lobules, postical view, X 12. 4. Stemdeaf, X 25. 5. Cells from middle 
of lobe, x233. 6. Apex of lobule, x233. 7. A part of androecium, x25. 
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sinus broad and adnate portion two c.'lls across, apical tooth long and 
forming an angle of 25“ with the axis, usually six cells long and I 
cells wide at the base. lJnderleave> densely imbricated, 5-(S times 
broader than the stem, nearly plane, reniform, 0.7 mm. long, 1.3 mm. 
wide, convex, more or less revolute and broadly truncate at the apex, 
abruptly narrowed and very long-decuiTcnt at tlie base. Androeciiim 
occupying a short, slender branch ; bracts in fi\>m six to twi'lve paris, 
subetiually bifid, the lo!)ule narrower and shorter than the lobe, strongly 
inflated, obliquely spreading, lobe rounded, lobule acuU* at the apex, 
k(‘pl arched ; bracleoles loosely imbricated, reniform but more elongati'd. 

Distrih. This species endemic. 

Remarks. The present species is alike to L. asintica SrKPli. and 
L. inermis Stkph., in the leaves and underkxives. Rut it differs from 
them in the characters found in the infloresc*ence, stcmi, androeciiim 
and lobule. 


Lopholejeunea javanica (Nees) Spephani 
(T ext-FiK 14) 

Lejeurwa javatuc^t Nkks, S>n. llepat., p ‘PiO (IKU) 

iMpholvjeunoa jat'nnica (Nkks) Sn.iMl , Spot* Vol V, p SI- (1912) 

Monoicous. Xerophyte. Plants growing in deprissed brown patchi*s, 
1.5-2.5cm. long and 1.5 mm. broad. Stems prostrate, flexiious, 
t).l6mm. in diameter, irregularly pinnate, the branches usually simple, 
often with smaller lixives than the stem. Leaves contiguous to loosely 
imbricate, the lobe slightly convex, widely sprc^ading, somewhat falcate, 
ovate, I mm. long, 0.75 mm. wide, antical margin arching partially or 
slightly across the axis, more or less outwardly c*urved from the base 
to the apex, postica margin slightly curved, forming an obtuse angle 
with the keel, apex rounded to very obtusis margin entire throughout. 
Ix)bule ovate in outline, 0.35 mm. long, 0.22 mm. wide, inflated through- 
out, slightly dei'urrent, forming an angle of about 70' with axis (and 
base of lobule), free margin slightly revolute to apex, sinus broad and 
shallow, adnate portion one cell across Cells of lobe averaging 21 /< 
at the margin, 25 /i in the middle and 51 x31 // at the base, trigones 
distinct, triradiate with acute rays, intermediate thickenings occasional, 
oval. Underleaves distant, about twice (2'*'2.5) as broad as the stem, 
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plane or nearly so, rounded to reniform, 0.27 mm. long, 0.35 mm. wide, 
rounded and slightly decurreni at the base, apex broad, rounded or 
somewhat truncate, margin entire. Infloresc*ence terminal on a short 
branch, with two or one innovations: bracts similar to the leaves. 



'r<*xt*KiK- U. l^pholejeunea java mat {Nnhs) Si VAniAm 

1. A part of sU‘m. untical view, x25. 2. Ditto, posticul view, X25. 3. Stem- 
leaf, X23. i. Cells from middle of lube, x2:i3 5. Apex of lobule x233. fi. 
Part of plant with perianth, postical view, X 25 7. Androecium postical view, 
x23. 
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bracteole free, broadly orbicular. 0.6 mm. long, 0.76 mm. wide, plane, 
apex broadly rounded to truncate, margin quite tmtir(\ Perianth about 
1/4 exserted, obovate in outline, 0.93 mm. long, 0.82 mm. wide, beak 
short, mouth irregularly dentate, the teeth more than I cells long and 
one or two cells wide at the base, surface otherwise smooth. Andro- 
ecium occupying a short lateral branch : bracts in about six pairs, 
.strongly inllated, keel broadly arched, apex obtusely pointed, bracteoles 
similar to the underleaves but smaller. 

Loc. 

Shikoku: Yasui, prov. Tosa (T. Yoshina(;a, no. 21, Sept. 1898). 

Distrib, Asia, Tropical Oceania and Oriental Africa. 


Genus : NOTOTHYLAS Sullivan r (1816) 

Notothylas japonica Horikawa, sp. nov. 

(HI XVin, Firs 1-9.) 

Monoica. Planta parva, saturab' viridis, expansa vid substratilicata, 
terricola. Frons ad 10-15 mm. in duimetro, orbicularis, lobis obovatis, 
margine lobulis cuneatis grossis(jue instructis. Involucra solitaria, 
cylindrica, attenuata, apice scariosa. ('apsula valida, I mm. longa, 
fusc*o brunnea, cylindrica. Columcdla nulla. Sporae 38 in diametro, 
leves, nigrae. Pseudo-(dateres 32 61/^ longi. 

Fr. Sept. — Oct. 

Hah, Moist soil in fields and gardens. 

Loc. 

Ilonshiu : 3\suta, prov. Rikuchu (Y. Horikawa, Sept. 1928) ; 
Sendai, prov. Rikuzen (Y. Horikawa, no. 1340, Oct. 1928) ; Koishi- 
kawa Bot. Garden, Tokyo (Y. Horikawa, Sept. 1928); Kabe, pro\. 
Aki (Y. Horikawa, Oct. 1925). 

Monoicous. Mesophyte. Growing in deep green to brownish grecm 
patches. Thallus 10-15 mm. in diaraetcT, orbicular, divided into broad 
obovate* lobes, with the margin much irregularly divided into cuneate* 
lobules, the dorsal surface more or les« warty, not costate; surface 
cells 32-53 x 89-1 16 /^, each cell with a large chloroplast ; cross-section 
8 10 cells high in the middle, becoming 1 or 2 cells high at the 
margin, the interior cells hyaline and much larger than the epidermal 
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cells, lacunae large and numerous. Involucres usually single, 2.1- 
2.5 mm. long and I -1.4 mm. broad, cylindrical, narrowed toward the 
apex, the mouth scarious. Capsule valid, 3-4 mm. long and 0.6~0.8 mm. 
broad, blackish-brown and cylindrical, the wall consisting of 3-5 cell- 
layers ; the outermost layer, one-cell (18 x 17 in cross-section) in 
thickness, with thickened and brownish-yellow walls; the inner layer, 
2-4 cells in thickness, with thin and hyaline walls. Columella absent. 
Spores 37-39/^ in diameter, smooth and black. Pseudo-elasters 32- 
64/^ long with yellowish spires. Antheridia 53x106/^, oval, shortly 
pedicellate. 

Distrib, The species endemic. 

Remarks. Up to the present day, eleven* species of Notothylas 
have been recogniz(‘d. Of these, the present new species is nearly 
related to N. orbicularis (ScHWEiN.) Sull., but the former differ> from 
the latter in the size of capsule, spores, the state of thickenings of 
capsule-walls, and the absence of columella. This is the first time 
that the genus Notothylas is reported within our boundaries, but it 
app(*ars to be widely distributed in Japan. 

Genus: ANTHOCEROS (L. 1753) ref. GorrscHE (1858) 

Anthoceros gemmiferus Hokikawa, sp. nov. 

(Te\t-Fi}< 15.) 

Sterilis. Planta ('aespitosa, fusco-virens, terricola. Frons repitito- 
furcata, 1.5-2 cm. longa et 3-4 mm. lata, in sectione transversa solida 
et tenax, medio 8-10 cellulas crassa, lobis ligulatis, subtus margineque 
gemmiferis. Gemmae valde numerosae, magnae, ovales vel pyriformes, 
multicellulares, virides. 

Hab. More or less moist soil. 

Loc. 

Honshiu : Sendai, prov. Rikuzen (Y. Horikawa, no. 1319, Dec. 
1928) ; Obara, Shiraishi-gori, prov. Rikuzen (Y. Horikawa, no. 1021, 
Oct. 1927). 

Sterile. Mesophyte. Plants growing in dark green, extended 
<*aespitose patches. Thallus repeatedly dichotomous, 1.5-2.0cm. long 

^Stephani. F., Spec. Hepat. Vol. V, p. 1019 (1917). 
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and 3-4 mm. broad, slightly convex above, divided into ligulate lobes 
Cross-section 8-10 cells thick in the middle without lacunae. Surface 
cells 21-34 X 40-53 /<, each cell with a large chloi-oplast. Gemmae 
exceedingly numerous at the margin and the ventral surface, multi 
cellular, oval to pyriform, green, 197-250 x 211-276// in diameter. 


fext-Fig. 15. Anthoceros gemmiferus Horikawa 
1. Habit of plants, in natural size. 2. Cross-section of thalius. X 12. 'A. 
Middle part of ditto, X 144. 4. Antericr part of thalius, antical view. X12. 5. 
Ditto, postical view, Xl2. 6. Gemma from the margin of thalius, x 144. 7 
Gemma from the \entral surface of thalius, xl4i. 

Remarks. According to Stephani’s description*, among many 
species of the genus, the present species seems most closely allied to 
Anthoceros propaguliferus Steph., which is known onb‘ from Concep<-ion 
of Chile. 


*Stkphani, F.. Spec. Hepat. Vol. V, p. 1001 fl916). 
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EXPLANATION OF PLATES. 

PLATE XVI. 

Fimhriana Yoshinagana IIohikawa 

Kig 1. Anterior part of thallu«« with the stalk of 4- receptacle, x8. 
Fig. 2. 4- receptacles, ventral view, x8. 

Fig. 3 Cross-section of thallus, mUldle portion, Xl4t. 

Fig. \ Epidermal pore of thallus, x 233. 

Fir. 5. Epidermis, one cell containing a oil-body, X233. 

Fig. 6, Cross-section of the stalk of 4- receptacle, x 75. 

Fig. 7. A lobule of perianth, x23. 

Fig. 8. Cells from ditto, xlti. 

Fig. 9 Capsule-wall, surface-view, X 1 14. 

Fig. 10. Spore, x44>() 

Fig, 11 Elater, x 160. 

Fig. 12. Branching clatcr, x 160 

PLATE XVII 

Calahryum notundt folium (Ml IT) Si'HlFtNhR 

Fig. 1 4- l>lant bearing mature sporophyte, X 2. 

Fig 2. Upper part of stem with >ounger .sporoph>l<*, x2 
Fig. 3 t plant bearing antheridial leceptacle, x2. 

Fig 1. Cross-section of stem, xJ2 
Fig 5 A iiart of ditto, x75. 

F’lg. 6. A leaf, disso<*ted from the stem, xl2 
Fig. 7 Cells from the middle part of lobe, xl41 
Fig 8 Cells from the marginal part of lobe. xl41. 

Fig 9. Cross-section of calyptra, middle poition, x 12. 

Fig. 10 A part of ditto, xl44. 

Fig 11. Cross-srction of pedicel, x 12. 

Fig. 12 A part of ditto, x 141. 

Fig. 13. Behi.scent capsule, x8. 

Fig. 1 1. Cap.sule-wall, surface v iew, x 233. 

Fi^ 15. Cross-section of capsule-wall, x233. 

Fig 16. Longitudinal-section of capsule-wall, x 2.33. 

Fig. 17. Spore, x460 
Fig. 18. Elater, X 233. 

PLATE XVI 11. 

Notothylas japonica Horikawa 

Fig. 1. Crowing-habit of plant bearing sporophytes, in nat. size. 
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Fig. 2. A part of ditto. X8. 

Fig. .'I. Nearly mature capsule, Xl2. 

Fig. 4. Outer-layer of cells of ditto, surface view, x2!lll. 
Fig. 5. Cross-section of capsule-wall, x460. 

Fig. 6. Longitudinal-section of ditto, x2.'I.‘I. 

Fig. 7. Spores, x’lOO. 

Fig. 8. Klaters, xM(K). 

Fig. 9. Antheridium, x‘100. 

Ptdidlum pulvhvrrunum (Wi ii.) IIamim: 

Fig. 10. A part of plant, antical view, X.‘)8. 

Fig. tl. A part of plant, post teal view, X38. 

Fig. 12. Ooss-section of stern, x2.3‘I. 

Fig. 18. Cells from the middle part of lohe, x28.‘L 
Fig. It. Perianth, x 18. 

Fig. 15. Cross-section of perianth, above the middle, XZ\. 
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Ober die Wiricung der Elektrolyten auf den Sauer- 
stoffverbrauch von ChloreUa ellipsoidea. 


Von 

Mannen Shibata. 

(^Biologisches Inatitut der Kaiserlichen TAhoku Universitilt, Sendai.) 

1. Einleitung. 

Als allgemeine Energiequelle der Pflanzen steht die Atmung niit 
zahlreichen anderen Lebenserscheinungen in inniger Beziehung, und 
von ihr sind die anderen physiologischen Vorgange der Pflanzen mehr 
oder weniger abhangig. Es ist daher nicht nur von Bedeutung, den 
Prozess der Atmung, der, auch wenn alle anderen Vorgange der 
Pflanzc zum Stillstand kommen, noch bestehen bleibt, seinem eigent- 
lichen Wesen nach zu verstehen, sondern man muss sich auch die 
Frage vorlegen, inwiewcit er durch aussere Einfliisse in seinem Verlaufe 
modifiziert werden kann. Es sind nach dieser Richtung hin zahlreiche 
Untersuchungen angestellt und wertvolle Resultate gewonnen worden. 
Namentlich ist der Einfluss von Temperatur und Licht, Wassergehalt, 
COj- und Oj-Konzentration, Wasserstoffionenkonzentration und von der 
Verletzung der Pflanzen griindlich studiert und mil relativer Sicherheit 
festgestellt worden, Weniger zahlreich dagegen sind Untersuchungen 
liber Veranderung der Atmung durch stoflliche Einfliisse, insbesondere 
durch Salze. Es ist daher physiologisch von Inleresse, diesen Punkt 
durch genaue Methodik weiter aufzuklaren. 

Bevor wir jedoch zur Mitteilung unserer Versuchsresultate iiber- 
gehen, mogen die iiber die oben genannte Frage bereits bekannlen 
Tatsachen hier Erwahnung finden. 

II. Historischks. 

Schon 1869 hat A. Mayer nachgewiesen, dass gewisse Metallsalze, 
so z. B. CaCh, Eisen- Tonerde und Mangansalz, die Entwicklung der 
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Hefe nicht wesentlich beeinflussen. Keli^er (1874) zeigte dann, dass 
Krbsenkeimlinge, die in 0.59^iger KNOs-Losung kultiviert vvurden, 
energischer als im destilL Wasser atmen. Dann hat Jacobi (1899) 
festgestelli, dass ausser KNO* auch Na- und Kaliumchlorid die Atmung 
der submersen Pflanzen steigem, indem sie als Ueiz wirken. Zahl- 
reiche Untersuchungen iibcr die Wirkungen der Elektrolyten aiif die 
Atmung der PHanzen wurden in klarer Weisc von PuiANisCHNiKOW 
(1895), PA1J.AD1N (1909), Rkinhari) (1910), Zaleski (1910), K()st\t- 
scHEW (1924), IwANOFF (1911), Inman (1921), Brooks (1920, 1921, 
1922), l-YON (1921), Gustafson (1920 -'21) und anderen gemachl. 

Naeh Cook (1926) geht bei Gegenwart schwcTer Metallionen (C’u 
und Ag) die Menge der Atmungskohlensaure bei Aspergillus niger ont- 
weder sofort herab oder steigt zuerst an, um nachhcr zu fallen. Der 
Eintritt der schadlichen Wirkung der Salze ist dabei konstant pro- 
portional der Konzentration. Er nimmt dabei an, dass die Metalle 
sich mit irgendeinem Bestandteile der Zellen verbinden und diese 
Verbindung ihrersoits die Geschwindigkeitskonstanten der normalen 
Atmungstatigk(*it beeinllusst, wodurch die jeweiligi' Kohlendioxydabgabe 
dementsprechtmd abgeandert wird. Andre Mayer und Plantefoi. 
(1926) haben die Wirkung der Elektrolyten und der Sauren auf die 
Atmung von Ilypnuvi triquetrum L. iintersueht. Die Moose wurden 
6 Stunden lang in Salzliisung mit der Konzentration 10 -1 N bzw. 2 
Stunden in Sauren mit der Konzentration bis 10""' N getaueht und 
nachher die Atmungsintensitat durch Bestimmung d(*s ausgeschiedenen 
CO 2 ermittelt. Es ergab sieh stets eine Anderung d(T Atmungsinteiv 
sitat. Die Wirkung der Salze maeht sich erst von einer bestimmten 
Konzentration an geltend, und zwar wird die Atmung zuerst gesteigert, 
sodass die Intensitat den doppelten Wert der normalen erreichen kann. 
Bei starkerer Salzkonzentration nimmt die Intensitat ab. Die Sauren 
wirken in d(T gleichen Ordnung wie ihre Salze, nur wirken sie schon 
in sehwachercT Konzentration und innerhalb kiirzerer Zeit. Im allge- 
meinen ist die Wirkung immer die gleiche, doch bestehen fiir jede 
Substanz Besonderheiten in ihrer Wirkungsweise. 

Es wird nicht nur die Intensitat,, sondern aueh die Natur der 
Oxydation beeinflusst; der Atmungskocffizient wird erst 1, wenn die 
Atmungsintensitat zum Maximum vergrossert wird. Ubrigens dauert 
die durch Elektrolyten auf die Atmung ausgeiibte Wirkung ziemlich 



WIRKUNG OKK EI.EKTROLYTEN AUF DEN SAUERSTOFFVERBRAUCH 133 


lange, bisweilen mehrere Tage. 

Emerson (^27) zeigte dann, dass Chbyrella wie andore hetorotro- 
phische Zellen atmct, wenn sic in Zuckcrliisung unter Einwirkung von 
Blausaure, Schwefelwasserstoff und Kohlcnmonooxyd gcziichtct wird. 

Kiirzlich studierte Genevois ('27) die Atmung und Garung bei 
griinen Pflanzen : Chlorella pyrenoidea, Scetiedesmus Basilliensis, 
Coelastrum prohoscideumj Haematococcus pidvialis, Sticocncciis basillaris 
und Pseudendoclonium Basilliense, Dabei wurde die manom(*tris(hi‘ 
Methodik Warburgs benutzt. Es ergab sieh folgc'nck's : Die Atmung 
von Chlorella wird unter Einwirkung natiirlicher Zucker (Glukose, 
Fruktose, Mannose; und Galaktose) bedeutend geste'igert ; verhaltnis- 
massig stark wirken ferncr Acetaldehyd, Natriumbutyrat, Alanin und 
andere Aminosauren. Auffallend ist, dass Milchsaure und Brenztrau- 
bensaure nicht wirksam sind. Acetaldehyd steigert dane'ben den re- 
spiratorischen Quotienten orhoblich ; das beruht wahrschcMnlich darauf, 
dass dabei Fettsauren gcbildet werden. Bei dem hiiheren Aldehyden, 
Propylaldehyd und Valeraldc'hyd, war die Atmungssteigerung geringer. 
Verbal tnismiissig starke Steigerung der Atmung verursachen aueh die* 
Alkalisalze d(;r niederen Fettsauren, z. B. der Essigsaun', Buttersaure' 
und Valeriansaure, wobei die Wirkung des Butyrats am grdssten ist. 
Die verschiedenen Alkohole sind vdllig unwirksam. Die ande^ren 
Organismen, sogar der griine Haematococcus verhalten sieh ahnlich, 
ausser Pseudendoclonium und der roten Dauerz(»lle von Haematococcus, 
Bei Abwesenheit von Sauerstoff erfolgt die Garung in Zuckerkisungen : 
Die Kohlendioxydproduktion ist dabei etwa so gross wi(' bei der 
Atmung in mineralischer Liisung. Ausser bed dem blausaureemptind- 
lichen Scenedesmus wird die Atmung der meisten Algen dureh 
Blausaure in mineralischen Edsungen selbst in redativ hoh(T Konzent- 
ration nur wenig beeintrachtigt. In Gegemvvart von Zucker od(*r der 
anderen obengenannten atmungsteigernden Sloffe wird hingegen die 
Atmung bei Chlorella stark gehemmt. Doch bUdht dabei auffallen- 
derweisc ein unempfmdlicher Rest etwa von der Grdsse der autotrophen 
Atmung iibrig. Letzterc bleibt also wahrscheinlich auch bei Zucker- 
gegenwart als unvermindert nebenherverlaiifender Vorgang erhalten. 
Durch Narkotika und oberflachenaktive Stoffe werden dagegen Atmung 
und Garung gleichmassig gehemmt. 

Meine vorliegenden Untersuchungen warden auf Veranlassung und 
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unter Leitung von Herrn Prof. FJr. Y. Yamaguti im Verlaufe eines 
akademischen Jahres, 1927“1928, im biologischen Institut der kaiser- 
lichen Tohoku Universitat zu Sendai ausgefiihrt. Ich spreche auch an 
dieser Stelle meinem hochverehrten Lehrer fur seine vielfache Belehr- 
ung und Anregung meinen herzlichen Dank aus. Es ist mir auch 
eine angenehme Pflicht, Herrn Prof. Dr. S. Hibino und dem ausser- 
ordentlichen Prof. Herrn Dr. K. Okazaki t fiir ihre vielseitige Anreg- 
ung meinen besten Dank auszudriicken. 

HI. Eigenschaften und Zuchtung der Algen. 

Als Versuchsobjekt wurde die Reinkultur einer einzelligen Alge, 
Chlorella ellipsoidea benutzt. Die Reinkultur von Chlorella verdanke 
ich Herrn Nakajima. Die meisten Forscher begniigtcn sich mit einer 
Rohkultur der Algen, deshalb mochte ich hier betonen, dass zu diesen 
Versuchen eine absolute Reinkultur der Algen verwandt wurde. Als 
Versuchsobjekt erwies sich diese Alge zweckmassig, weil sie schnell 
wachst, unbeweglich ist und einen einfachen Entwicklungszyklus hat. 
Die Alge wachst gut bei kiinstlicher Beleuchtung, sowohl auf Agar 
als auch in reiner anorganischer Salzldsung. In organischer Nahr- 
losung gezuchtet, wird die Chlorophyllbildung schwacher und zum 
Schluss gelbgriin. 

Deshalb ziichtete ich seit April in anorganischer Salzldsung unter 
Beleuchtung einer Metallfadenlampe. Nach der Vorschrift von War- 
burg (1922) und seinem Mitarbeiter hielt ich mir folgende Stamm- 
fliissigkeiten vorratig : 

I. MgSO^ 7HsO 50 g : 1000 ccm aus Glas gestill. Wassers. (0.2 molar) 

II. KNOh 25 g: „ „ „ „ „ (0.25 molar) 

III. KH*PO, 25 g: „ „ „ „ „ (0.18 molar) 

IV. FeSOi 2.8 g: „ „ „ „ „ (0.01 molar) 

Das Gemisch von 100 ccm I, 100 ccm II, 100 ccm III und von 1 ccm 
IV wurde mit Leitungswasser auf 1000 ccm aufgefiillt. Die Kultur- 
flussigkeit wird somit in bezug auf die in Frage kommenden Salze je 
zu folgender Konzentration : 

t Am 10. Januar dieses Jahres gestorben. 
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MgSO^ 0.02 molar. 

KNOs 0.025 molar. 

KHjPO, O.OIH molar. 

FeSO^ O.CHXK)! molar. 

Mousch (1895), Benecke (1907) und andcro Forscher, die die Aiv 
spriiche der Algen an Mineralstoffen eingehend gepriift haben, konsta- 
tierten ein Ca-Bediirfnis nur bei Spirogyra und Vaucheria. Fiir dii* 
meisten Algen scheint Ca iiberflijssig zu snn. Deshalb entfcTiite ich 
die Ca-Salze aus der Nahrlds- 
ung. Aller Wahrscheinlichkeit 
nach waren im Leitungswasser 
mehr oder weniger Ca-Sal/e 
vorhanden, obwohl mir die 
Analyse dafiir fehlt. 

Steriles Arbeiten ist nicht 
immer erforderlich, da in den 
a norga niseh .m N a hrfl ii ssi gkeit- 
en, bei den hohen Beleucht* 
ungsst‘ark<m und relativ gros- 
sen Aussaaten vveder Bakterien 
noeh andero Algen eufkom- 
men. 

Als Lichtquelle wurde eine 
Metallfadenlampe von 300 
Watt Stromverbrauch in ein 
von fliessendem Kiihlwa.sser 
umgebenes Becherglas gehangt ; ich Ikss die Lampc Tag und Nacht 
brennen. Um die Sedimentierung der Zelle zu verhinderen, wurde 
ein langsamer Luftstrom dauemd durch die Kulturkolben, die ich liir 
die Kultur von Chlorella konstruieren Ikss (Fig. 1), in einer Gesch- 
windigkeit von ca. 60-70 Gasblasen pro Minute durchgeleitet. Die 
Einsaat pro Kolben betrug 0.75 cem Zellen in ca. 700 cem Kultur- 
fliissigkeit. Die Lufttemperatur war im November, insbesondere in 
der Nacht, so niedrig geworden, dass die Algen vorwiegend Autosporen 
warden. Dementsprechend wurde der Sauerstoffverbrauch der Algen 
sehr gering, sodass die Algen in einen Wasserthermostat von etwa 
25 Grad gebracht werden mussten. Bei einer massigen Temperatur von 



Fik. 1. 
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1S“(\ stieg Aiv Zellenanzahl im Laufe einigor Tage auf das Mehrfache 
der Aussaat, wobei die anfangs hellgriine Kulturfliissigkeit allmahlich 
s<‘hwarzgrun wurde. 

Nach Vermehrung auf das vier- bis fiinffache warden die Algen 
auf der Zentrifuge mebrmals mit frischer Nahrliisung gewaschen, in 
einem graduierten Zentrifugierrohrchen gemesssen und dann in die 
Kolben eingesat. Wenn man Chlorella dauernd langere Zeit ziichtct, 

insbesondere im Sommer, so verandcrt 
sich die Farbe, und die Algo, die sonst 
schwarzgriin ist, wird braun und setzt 
sich am Boden der Koil)en ab; sodass 
die Nahrlosung im Kulturkolben einmal 
alle zwei Woehen erneuert werden muss. 
Die zur Nachzucht bestimmten Zellen 
liess ich bci natiirlichem Licht an (*inem 
Nordfenster stehen. In diesem Fall(‘ 
ziichtete ich Chlorella in den von Wino- 
gradsky verwendeten Kolben (Fig. 2). 
Die zum Versuch bc'slimmUm Zellen 
warden im Gewaehshaus eine Woche 
lang bestrahlt ; sic' vermehrten sich da- 
bei auf etwa das vierfaehe. IVolz der 
Bewegung vermiige der Luftdurchk'itung setzten sich die Algen all- 
mahlich am Roden der Kolben ah. Es geniigt, sie im Laufe von 24 
Stundcn einmal aufzuwirbeln. Die Zellen verteilen sich bei leichtem 
Sehiitt. In der Kolben sofort wieder. 

IV. Mkthodik. 

I. APPARAT. 

Zur Bestimmung des Sauerstoffverbrauchs gibt es zwei Methoden : 
(lie gasanalytische und mandmetrischc. Kin Vorzug der manometri- 
schen Methode ist es, dass wir bei ihr in kurzen Intervallen ablesen 
und so den „ Gang der l^rozesse beobachten kiinnen. Darum ist sie 
hier benutzt worden. Fiir diesen Zwcck warden vier Gefas.se (Triige) 
(Fig. 3) verwendet, die wir mit A, B, C und D bezeichnen. Ihr 
Rauminhalt einschlicsslich Manometerkapillare bis zum Meniskus der 



Fig. 2. 
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Sperrfliissigkeit betragt ca. 20 ccm. AIs Manometer kam der Barcuofi - 
sche Blutgasmanometer zur Verwendung, dessen Sperrfliissigkeit durch 
eine Schraube so reguliert wird, dass das 


Volumen wahrend der Messung konstant bleibt. 
Die Manometerkapillare l)esitzt einen Durch- 
messer von 0.8 bis 1 mm. AIs Sperrfliissigkeit 
ist BRODiEsche Ldsung’^ benutzt worden, von 
der lOO(K) cmm 760 cmm von Quecksilber glcMc.h 
kamen. Die Manometer sind an dem Wasser- 
thermostaten montiert, dessen Temperatur hier- 
bei 23*’C betragt und bis auf 0.05 Grad konstant 
gehalten werden konnte, und ihre Wande 
vvurden mit schwarz(‘m Paekpapier der Trocken- 
platte beklebt. 

Gefass D dicmt als ThcTiiiobarometer. Ks 
wird mit 2 ccm Salzlosung und 0.3 ccm KOH 
gefiillt. G(*fass A dumt zur B(»stimmung 
des Sau(‘rstoffverbrauehs von Chlorella, Es 
wird mit 2 ccm Salzlosung, in dem sich 0.4 ccm 
Chlorella befind(‘t, und 0.3 ccm KOH, das fiir 
die Absorption des ausgeschiedenen Kohlendi- 
oxyds dient, gefiillt. Gefass H dient zur Be- 
stirnmung des Sauerstoffverbraucbs der Algen 
in dem doppeldestill. Wasser und Gefass C 
zur Bcstimmung des Sauer.stoffverbraucbs von 
Chlorella in Niihrldsung. 



z auspOhruno der me.ssuncen 


Fig. 


Die mehrere Tage lang in den Kulturkolb<*n geziichR^ten Algen 
vvurden auf der Zentrifuge mehrmals mit doppeldestill. Wasser ge- 
waschen, in einem gradiertcn Zentrifugierrbhrchen gemessem und dann 
zweimal, je nach dem Zwecke, auf der Zentrifuge bei hoher 3 ourenzahl 
(20(.K) pro Minute) entweder mit Salzlosung, doppeldestill. Wasser 


besteht aus 500 mn Wasser, 23 g Natriumchlond, 5g galleiisaurem Natron 
und ist 7 ur Abhaltung von Bakterien mit so viel alkalisrber Th>moll()sunK vor- 
set/t, dass sie deutlich nach Thymol riocht. 
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oder mit Nahrldsung gewaschen. Durch Schiitteln des Algensediments 
in w^serigen Fliissigkeiten (namentlich in doppeldestill. Wasser, Salz- 
oder Nahrlosungen) werden Suspensionen gewonnen, die sich mit der 
Pipette abmessen lassen. 

Die Alge ist widerstandsfahig gegen mechanische und chemische 
Einwirkungen. Sie kann ohne Schadigung auf der Zentrifuge aus 
ihrer Nahrliisung abgeschleudert und in anderc Losungen iibertragen 
werden. Zum Versuche werden die Versuchsgefasse mit je 2 ccin 
Zellsuspension bi^hickt und durch Glasschliff mit dem Manometer 
verbunden ; die Zellsuspension wird mit (worin 25 Vol-Proz. Stick- 
stoff) gesattigt. um die Luft aus dem Gasraum zu verdriingen. Mano- 
meter und Gefasse werden darauf in einen WasserthcTmostat gehangt 
und die Hahne geiiffnet, durch Rewegung der Kxzenterscheibe mit 
einer Schwingungszahl von etwa 120 pro Minute 10 Minuten lang 
gcschiittelt, his 7emperatur- und Druckgleichgewicht eingetreten ist. 
Vermehrung der Schiittelgeschwindigkeit bedingt keine Anderung der 
Ausschlage. Dann unterbricht man das Schiitteln, st(‘llt die Sperr- 
fliissigkeit des Manometers auf eine hestimmte Marke ein, schliesst 
die Hahne und losc’ht die Lampe aus. Alle Versuche wurden in der 
Dunkelheit ausgefiihrt. 

Unter fortgesetztem Schiitteln beobachtet man nunmehr die Druck- 
verandei^ngen ; nachdem eine bestimmte Zeit verlaufen ist, unterbricht 
man das Schiitteln, stellt die Sperrfliissigkeit auf ihren Anfangsstand 
ein und ferhalt so die DruckvtTanderungen bei konstantem Volumen, 
die dureft den Ausschlag des Thermobarometers auf die Anfangstem- 
peratur iSnd -aussendriicke korrigiert werden, Ist dies geschehen, so 
schiitteh inan die Manometer wieder. Die korrigierten Druckverander- 
ungen mit den Gefasskonstanten (1.22 1.28) multipliziert, geben den 
Sauerstoffverbrauch der Algen an. 

V. Versuche mit Einzelnen Salzlosungen. 

Als Elektrolyten sind die Chloride der Alkali- und der Erdalkali- 
metalle benutzt worden, um die Wirkung der Kationen zu vergleichen. 
Die sowohl als Nahr- wie auch als Reizstoffe dienenden Chemikalien 
stammten grossenteils von Mercks „ garantiert reinen ” Reagenzien. 
Zum AusUisen der Reizmittel benutzte ich doppeldestill. Wasser. Das 
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auf die iiblichc Weise gewonnene destill. Wasser wurdo unler Zusat/. 
von l%\gem Kalium Permanganat destilliert und dann von Glas zu 
Glas nochmals destilliert. Die Versuche warden, mit Ausnahme nur 
einiger Falle, wenigstens drei oder viermal wiederholt. 

1. DIE WIRKUNG DER ALKAIJKATIONEN. 

a) Natriumioncn. 

Die Krgcbnisse sind in folg«'nden Tabellen zusammengestellt. 

TABKLLE 1. 

Laboratorium-Temperatur : 22.b“C. 

Temperatur d. Wassertherrnostats . 25°C. 

SchwingutiKSzuhl 116 pro Minuto. 

Trog 1 : 0.4 crm Chlorella in 2 ccm 1 m. NaCI. 

'Trog 2: „ „ in 2 ccm II 2 O. 

Trog 3: „ „ in 2 ccm NHhrlosung. 


Zeit. 

Nach 10 Minuteii. 

16 

80 „ 

46 

60 

76 „ 

90 „ 

106 

Verbrauchte Sauerstoffmenge 

in kmm. 

1 1 

7.63 

11.25 

27.37 

43.62 

60.87 

72.24 

87.11 

103.36 

2 

17.28 

26.. TO 

61.72 

88.47 

106.77 

129.80 

164.04 

181.61 

.3 

17.63 

26.00 

48.62 

73.62 

96.12 

114.74 

136.91 

167.11 

TABELLK 2. 

Laboratorium-Tcmperatur : 2T( \ 
Tempcratur d. Waascrthermostats: 25'’C. 
Schwingurigszahl 116 pro Minute. 

Trog 1 : 0.4 ccm Chlorella in 2 ccm 10 * m NuCI. 

Trog 2: „ „ in 2 ccm H 2 O. 

Trog 3: „ „ in 2 ccm Nahrldsung. 



Verbrauchte Sauerstoffmenge 

in kmm. 

Zeit. 



- -- 

1 

1 ! 


3 

Nach 16 Minuten. 

26.32 

26.87 1 

20.00 

80 „ ' 

48.23 

54.34 1 

41.50 

45 

67. S4 

77.26 i 

61.60 

60 

88.02 

104.80 

82.88 

75 „ 

107.75 

129.37 1 

100.80 

80 „ 

126.26 

162.14 

119.84 
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TA BELLE B. 

I^iboratoruim-*remp€*ratur : 22.5°C. 
Tempcratur d. Wassertht*rmostats : 25°C. 
S<'hwingiingH/ahl 116 pro Minute. 
Trog 1; 0.1 fcm Chlorclla in 2 c cm 10~“m NaCl. 

Trog 2: „ „ in 2ccm H 2 O. 

Trog 3. „ in 2ccm Nahrlcisung. 


Zeit. 

Vorbrauchte 

Snuorstoffmenge 

in kmm. 

' L_ 

2 

3 


Nach 16 Minulen. 

19.20 1 

26.34 

21.26 

.30 

42.10 ; 

51.75 

41.25 

45 

66.25 

79.35 

63.75 

60 

92.50 

108.10 

87.50 

75 

113.75 , 

133.40 

107. 0 

00 

137.53 1 

159.85 

128.76 


TABKIJ.K 1. 

Luboi atoi ium-Tc'inperatur : 23'’(!. 
'IVmperatur d \Vasst'rthfrrn«)stat«»; 25 C. 
Scbwingungs/.alil 116 pro Minute. 
'IVog 1* 0.1 (Tin (Vilorella in 2 e( m 10 ’ m NaCl. 

Tiog 2: „ „ 2 <’< ni H.»0. 

Trog 3: „ „ in item Nahrldsung. 


/eil. 

Vei 

brauebte Sauerstoffmengc 

in kmm. 

1 

! 2 

3 


Naeb 15 MinutcMi. 

26.20 

' 29.23 

22.34 

25 

43.21 

r)4.20 

36.32 

30 

62.14 

62.14 

44.33 

45 

78.23 

87.42 

68.32 

60 

105.12 

118.46 

93.21 

75 i 

131 .23 

146.06 

118.20 

93 

157.52 

1 174. 8.'! 

143.25 
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TABELLE 5. 

Laboratorium-Temperatur: 23.7®C 
Tempcratur d. Wasserthcrmostats: 2.7^(\ 
Sch’vingungszabl 116 pro Minute. 
'Frog 1 : 0.4 crm Chlttrella in 2 rcm 10““* in NaC'l. 

Trog 2: „ „ in 2 com HoO. 

Trog 3: „ „ in 2 rcm Nahrlosung. 


Vorbrauchle Saucrstoffmengo in kmin. 


Ziit. 

— 


— 


1 

o 

.3 

Nach 10 Minutori. 

20.20 

20.76 

16.61 

30 „ 

ai.54 

66.61 

61. B1 

45 

j 92.50 ! 

9S.90 

78.76 

60 „ 

1 117.24 

1 125.29 

100.99 

75 „ 

1 140.99 ! 

151.74 

122.24 

00 

1 169.74 

172.44 

140.99 


Aus den obigen Zahlen ersieht man, dass d(‘r Saii<Tstoffv('rbrauch 
der Algen sehr regelmassig vor sich gehl, und dass it im di>pp(*ldestill. 
Wasser irnnifT gr6ss(*r als in der Nahrlosung isl. Betr. der Ursaehe 
diescr Krscheinung vorniutete Wo. Ostwald (1910), dass destill. 
Wasser nur dedialb giftig sei, weil es dem IVotoplasrna Salze ent/iehe. 

Ganz kiirziieh hat es sich aber gezeigt, dass destill iertt's Wasser 
kein Gift ist, vorausgesetzt, dass es von giftigt'n Bi'imischungen frei 
ist. In m(Mnein Fall, wo dessen s(*hadlich(? Wirkiing auch nach der 
Befreiung von Beimischungen deutlich ist, muss dies(‘ Wirkung den 
giftigen Substanzen zugeschrieben wcrden, vvelche von Chlorella selbst 
infolge anomaler Lebensorscheiniingt'n aiisgeschieden werden und 
anfanglich ausserst erregtmd vvirken. In 1 m. NaChLiisiing ist alxT 
diti verbrauchte SautTstoffmenge tatsliehlich bedt'utend geringer als 
in der Norm. In einer 10 ‘ m-L<’>sung ist sit' al)er elwas grosser als 
in der Norm. In der 10“‘ m- sowie 10~‘^ m biisung steigt der Saucr- 
stoffverbrauch allmahlich, und in der 10~‘ m-lJisung wird er so gestei- 
gert, dass er dem im doppeldestill. Wasser beinahe gh'ich wird. 
Diese Krscheinungon gelten wcmigstens fiir alle von mir gc'firiiften 
Elektrolyten und fiir die Versuch.sdauer von 3 Stundtm. 

Um diese Verhaltnisse anschaulich zu maehen, nabm ieh den Sauer- 
stoffverbrauch von Chlorella in Nahrlosung als 100 Broz. (Norm) und 
gab denjenigen bci venschiedt'nen Molliisungen von NaCl im Pro- 
zentsatz zur Norm an. 





442 


M. SHIBATA 


Die (label erhaltenen Resultate sind in Fig. 4 wiedergegeben. Aus 
dieser Figur ist ersichtlich, dass bei den meisten Mollosungen der 
Sauerstoffverbrauch der Algen nach Ablauf von 90 Minuten nicht so 
deutliche Unterschiede zeigt. Aber man erkennt die Neigung des 
Sauerstoffverbrauchs der Algen, in den 10 ‘m-, 10~ ni- sowie 10 



Fig. i. AViC/- I IM, II 10 ‘M. Ill 10-' M, IV 10- 'M. V 10 « M. 

Lbsungen in den ersten 10-15 Minuten plbtzlich zu steigen, urn dann 
allmahlich auf eine bestimmte Prozentzahl zu fallen, wahrend bei der 
1 m- und 10""’ m- Lbsung die Kurven des Sauerstoffverbrauchs den 
anderen ('ntgogengesetzt verlaufen. 


b) Kaliumionen. 

Was di(‘ Wirkung der Kaliumionen anbetrifft, so ergibt sich, dass 
in der 1 m-Liisung die verbrauchtc Sauerstoffmenge geringer als die 
Norm ist, wie das beim Na-Ion der Fall ist ; in der 10"’ m^Lbsung 
ist sie geringer als die in der Nahrlbsung, im Gegensat/ zum Versuche 
mit NaCl, wo sie in der genannten Konzentration grbsser als die 
Norm war. Erst in der lO^’-Lbsung steigt sie iiber diejenige bei der 
Nahrlbsung. 

In der 10“'^ m-Lbsung wird der Sauerstoffverbrauch beinahe gleich 
demjenigen beim doppeldestill. Wasser. 
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Fig. 5. KCl I IM, II 10-‘M, III 10— ’M. IV 10 -‘M, V 10 ^M. 

Um diese Verhaltnisse des Sauerstoffvorbrauchs von Chlorella in 
den verschicdenen Molldsungen von KCl ansc^haulich /.u machen, sind 
die Resultate im Prozentsatz zu dem bei der Nahrlbsung in Fig. 5 
graphi.sch zusammengestellt. 

c) Rubidiumionen. 

Die Wirkungen des Rb-Ions sind starker als die d('r Natrium- und 
Kaliumionen. Sowohl bei den Fallen von 10“‘ in-, l()“*m- als auch 



Fig. 6. RbCt: II 10-^M, III lO-’M, IV 10 V 10 ^ M. 
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von lO^ ’m- Losungen ist dor Sauerstoffverbrauch dieser Algen viel 
goringor als der in dor Nahrldsung. Und erst in der 10“^** m-Losung 
steigt or fiber den bei der Nahrlosung. Die Resultate, umgerechnet 
auf den Prozentsatz derjenigen bei der Nahrlosung, sind in Fig. 6 
wiedergegeben. 


d) Lithiumionen. 

Die Versuche fiber die Wirkung des Lithiumions auf den Sauer- 
sloffverbraueh von Chlorella ergeben, dass das Lithiumion im allge- 
meinen auf den Sauerstoffverbrauch dieser Algen schadlich, jedoch 
nicht so schadlich wie Rb-Ion wirkt. In der 1()“* m-Losung ist der 
Sauerstoffverbrauch nach Ablauf von 90 Minuten etwas griisser als 
derjenigo in der Nahrlosung, wahrend er sich in der m-Losung 
vergrossert und beinalie gleich demjenigen im doppeldestill. Wasser 
wird. 

Urn dk'sc! V(*rhaltnisse anschaulich zu machen, sind die Ergr'bnisse, 
prozentual /u denjenigen bei der Nahrlosung umgerechnet, graphisch 
dargeslellt worden. (Fig. 7). Aus dieser Figur (Tsieht man, dass in 


% 



Fik. 7. LtCl I 1 M, II 10 111 10 -M, IV 10 • M, V 10 »M. 


der 1 in-Li)sung diu* Sauerstoffverbrauch ca. 50 Pro/., der Norm betragl. 
Und in der 10”^ nvLosung steigt er bis yu 80 Proz., in der 10“' m- 
Losung bis zu 92 Proz. und erst in der I0“‘m- und 10“^ m-l.iisung 
bis auf 108 bezw. 120 Proz. der Norm. 
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Um die Wirkung der verschiedenen Alkalikationen, namentlich vun 
Na, K, Li und Rb, miteinander verglcichen m konnen, sind die 
Resultate der Versuche mit verschiedenen lonen nach Ablauf von 90 



20 


_J i \ ! 

10-»M 10--^ M 10 2M 10“ ’M 

Kon/enlrali(iri 


-J 
1 M 


Fig. Wiikung \<*rschu'denc*r Alkalikationon auf <l«*n Oj-Vribiaia h 


Minuten in Fig. 8 graphisch /.usammengc'stelU. Aus clicser Figur sind 
zvvischen alien einzelnen Alkalikationen in bezug auf die scliiidliche 
Wirkung auf den Sauerstoffverbrauch folgende Reihen zu cntnehinen. 

Hei der 1 m-Liisung. K N«i<CLi 

„ „ 10~' m-Ldsung. Na<^K<CLi<rRb 

„ 10~“ m-Ldsung. K<CNa<CLi<C!Rb 

„ „ 10“^ m-Ldsung. K ^Na<CLi<^Rb 

„ „ 10“"^ m-Ldsung. K<CLi<CNa<^Rb 

Aus diesen Ergebnissen kann man sc*hiK‘s^('n, dass im grossen und 
ganzen die Reihenfolge der schadliehen Kationenwirkungen auf den 
Sauerstoffverbrauch von Chlorella, wie folgt, ist : K<CNa< Li Rb. 
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2. DIE WIRKUNG DER ERDALKALIKATIONEN. 

Zunachst muss man die Wirkung der Erdalkalikationen, namentUch 
von Ba, Sr, Mg und Ca, auf den Sauerstoffverbrauch dieser Algen 
erkennen. 


a) Bariumionen. 

Die Versuchsergebnisse sind in der folgenden Figur in iiblichcr 
Weise graphisch dargestellt worden (Fig. 9). In der 1 m-Losung sinkt 





Fig. 9. HaCli: I 1 M. II III 10 M, IV V 


die M(»nge des aufgenommenen Sauerstoffs auffallend, aber in der 
10""^ m-Losung betragt sie 85 Proz. der Norm. In der 10"® m-Losung 
steigt sie im Laufe von 15 Minuten plotzlich und sinkt dann allmahlich 
bis zur Norm. 

In der lO'^m-Disung ist sie wahrend der ersten 10 Minuten der 
Vcrsuche etwas gering, steigt aber allmahlich ganz wie bei der 10*^ m- 
Losung, indem sie bei den Losungen zum Schluss ein gleiches Niveau 
erreicht. 
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b) Strontiumionen. 

In bezug auf die Wirkung der Strontiumionen auf den Saucrstoff- 
verbrauch von Chlorclld babe ich gefunden, dass in der m*I-iOsung 
die verbrauchte Sauerstoffmenge jedenfalls geringer als die Norm ist, 
indem sie anfangs bodeutend kleiner, jedoch nach Ablauf von 40 
Minuten etwas grosser als diejenige bei der entsprechenden liisung 
von Ba wird. 

In der 10~*m-L6sung ist die verbrauchte Sauerstoffmenge grosser 
als diejenige bei der entsprechenden Losung von Bariumn und d(*r 
Nahrlosung. 

Weiter bemerkt man, dass sie in den 10“' m- und 10 * m-Lbsungen 



Vv^. 10. SrCl.: II lO'i M, III 10 M, IV 10 V 10 


sehr gross und bcinahe gleich derjenigen beim doppeldestill. Wasser 
ist. Die beistchende Figur gibt das Verhaltnis der obigen Resultate 
wieder. 


c) Magnesiumionen. 

Was nun die Wirkung des Magnesiumions auf den Sauerstoffver- 
branch von Chlorella anbetrifft, so sind die Krgebnisso in iiblicher 
Weise in Fig. 11 wiedergegeben. 

Wie man aus nebenstehender Figur ei*sicht, ist der Sauerstoffver- 
brauch in der 1 m-Lbsung erheblich geringer im Vergleich zu dem in 
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Fik. 11. Mf^Clz. 1 1 M, II 111 U) -M, IV lO-’ M, V 10 ' M. 


(ler Niihrlosun^ und zvvar betragt t’l* nur 32 IVoz. dcr Norm. 

In (lor 10' m-L()Suni^ ist or goriiigor als die Norm, doch griisst r 
als dorjonig(' boi dor cntsprechondon Ldsung von Barium, sodass das 
Magnesium in dioser Hinsicbt /wischon Strontium und Barium stoht. 
Mrst in dcr 10~“ m-Ldsung wird dio verbrauchto Sau(‘rstoffmtnge durch 
dio Algcn 1.03 rnal, in dor 10“'* m-Ldsung 1.1 mal und in dor 10 'm- 
I-dsung 1.22 mal so gross wio diojenigo in dor Niilirldsung. 

d) (’aloiumionen. 

Was ondlich die Wirkung des Ca-Ions anbotrifft, so (Tg(*b(‘n dio 
Versucho, dass dor Sauorstoffverbrauoh dor Algen nicht nur in don 
10~' in-, 10 ‘m, 10 ' m-Ldsungon, sondorn auch in dor 10 'm-Ldsung 
ausnahmios goringcr als dc'rjenigo in dor Nahrliisung ist. 

LIm di(‘so Vorh’altnisse klar zu machen, sind dio Rosultato in iiblichtT 
Weis(' in Fig. 12 zusammongosUdlt worden. 

In dor 10”' m-Ldsung nimmt dor Sauerstoffvorbrauch dor Algen 
nach anfanglich scbroffom Sinkon allmahlich ab, und zwar bietragt er 
nach Ablauf von 90 Minuten nur noch 23 Froz. der Norm. In don 
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Fig. 12. CaClr II 10 ~‘ M, III 10 -M, IV 10 • M, V 10 ‘ M. 


10 " m- unci 10“’’ m-Losungen niminl die Meng(‘ des vcrbi auchtcMi 
SaiuTstoffs in d<'n erf ton 10 Minuten der Vorsuche olvvas langsam, 
danach steilor ab, sodass sie nach Ablauf von 90 Minut(*n nur 30 b/w. 
53 Pro/, der Norm betragt. Selbst in der 10“^ m iJisung belriigt sie 
nur 90 Proz. derjenigen b(M der Ndhrl'isung. 

IJm nun die Wirkungen v(‘rschu‘dener Erda!kaIikation(*n, namentlieh 
von Ba, Sr, Mg und Ca, auf den Sauerstoffveibrauch diest*r Algcni 
zu vergleiehen, sind die obigen ResultaU' in Pig. 13 ziisamnK'ngestellt, 
die in alien Verhiiltnissen der Pig. 8 enlsprieht. 

Auffall(»nd und iiK’rkwurdig ist os, class flie Kui\e der ('aleiumioiR'n 
im Gegensatz zu den andc'ren ganz vorschiedc'n und einsc'itig ausgefallen 
ist. In l)ezug auf die scbadliehe Wirkung der verscbiedeni'n lonen 
crgebt'n sich dii‘ folgcmden Reihen : 

Bei der 1 m-Lcisung. Mg<CBa. 

„ „ 10“‘ m-Losung. Sr " MgCTBa^Ca 

„ „ 10“' m-Lbsung. Sr "Mg<CBa<[Ca 

„ „ 10"'^ m-li)sung. Ba<CSr<CMg<Ca 

„ „ 10“^ m-Lbsung. Sr<^Mg<^Ba .Ta 

Aus diesen Resultaten kann man schliessi n, class die Reihenfolge der 
schadlichcm Kationen wirkung auf den Sauerstoffverbrauch von Chlorclla 
im grossen und gan/en so anzugeben ist; Sr<^Mg<!,Ba<!ra. 
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10 -iM 10 -'M 10 -’M 10-1 M IM 

Konzentraiion 


Fik- 13. Wirkung versrhiedeiicr Krdalkalikationen aiif die O^-Aufnahme. 

Aus diesen Versuchon mit den verschicdent'n Alkali- und Erdalkali- 
kationon geht also hervor, dass alle hier bonutzten Kationen in reiner 
Lbsung auf den Sauorstoffverbrauch von Chlorella schadlich wirken, 
so dass si(* in sehr verdiinntcr Lbsung die Atmung beschicunigen 
kbnnen. Die scheinban* Ausnahme des ('alciums beruht hbchstwahr- 
scheinlich darauf, dass das Calcium am schadlichsten auf die Atmung 
dieser Pflanze wirkt, sodass die hier genommene Verdiinnung vielleicht 
noch zu klein war, um die beschlounigende Wirkung nachzuweisen. 

VI. Antagonistische Ionenwirkung auf die 
O 2 -AUFNAHME. 

Uber die antagonistischen lonenwirkungen auf die biologischen 
Systemc wurden schon zahlreiche Untersuchungen ausgefuhrt. Um 
die genannte antagonistische Kationenwirkung in bezug auf den Sauer- 
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stoffverbrauch bei Chlorella zu erkennon sind die folgenden Versuche 
ausgefiihrt worden. Die in den folgenden Zeilen mitgeteilten Ergebnisse 
sind aber meistenteils noch unvollstandig, u. a. ist der Punkt, wo der 
vollkommene Antagonismus zwischen den betreffenden lonen erzielt 
werden kdnnte, infolge verschiedcner Mischverhaltnissc noch nicht 
festgestellt worden, sodass die folgenden Mitteilungen noch nichts End- 
giiltiges bringen. 

1 ANTAGONISMUS ZWISCHEN KIN UNI) 
ZWEIWERTIGEN lONEN. 

a. Antagtmismus zwischen Ca- and Alkalikatiojicn. 

Die F>gebnisse in bezug auf den Antagonismus zwischen Ca- und 
einwertigen Kationen sind kurz in Fig. 14 zusammengc'stellt worden. 

Hier sei bemerkt, dass in diesor und in den folgenden Figuren die 
Ergebnisse iminer in den Prozentzahlen dor Nahrldsung angegeben 
worden sind. 


a/ 

/O 



Fis^. 14. Wirkung gemischter I-A)sui»gen voii Ca- u. Alkulisal/t*n. 

Aus Fig. 14 ist ersichtlich, dass iin Gemi;-<*h von Na und Ca 
(90ccm NaCl + lOccm 10^'m CaCL) die verbrauchte 0*-Menge 
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anfangs grosser, nach Ablauf von 60 Minuten kleiner als diejenige der 
Kontrolle ist, indem sie schliesslich ca. 86 9^ betragt, im G^gensatz 
zur reinen lO^^NaCI-Losung, wo sic IIO?^ der Kontrolle betragt. Im 
umgekehrten Mischverhaltnis (90ccm CaCb -I- 10 ccm NaCl) verhalt 
sich das System merkwiirdig, indem die Gegenwart von Na in kleiner 
Menge die Oj(-Aufnahme stark beschleunigt und in den erstcn 10 
Minuten ein Maximum (165?^) erreicht, um danach gleichmassig zum 
Werte der rc'inen Na(31-Lr)sung h(‘rabzusinken. 

Was die antagonistische Wirkung zwischen Ca und Na in bezug auf 
die Atmungsprozc'ssi* anlx^langt, so fmden sieh nicht wenige Angaben 
dariiber in (1 (t I Jt('ratur. Z. B. ist sie b(‘i Bac, mbtilis (Brooks, 1920), 
bei Aspergillus niger (Gustafson, 1920), bei Erodca canadensis (Lyon, 
1921) und bei andertm Bdanzen nacbgewicsen worden. KerncT sind 
ahniiche ViThaltnisse in bezug auf das Wachstum von Weizen (Rkki), 
1918, OsTERUOUT. 1905), die Permeabilitiit der Plasmahaut (OsTKR- 
Hour, 1905), di(' Slriimung und and(T4» Kigenliimliehkeiten des Plasmas 
(Ciiolodonyj, 1928\ und auf den (ie()tro])ismus (('iior.onoNYJ, 1923) 
b'stgc'sU'lIt Worden. 

Zunachst bleibt beim System K f ('a im Gomiseb von 90 com 10' m 
KCl -f-lOecm 10 ' ni CaCl^ die Menge des verbrauchten Sauerstoffs 
wahrend der erst('n 30 Minuten unter die Norm herabgesetzt, doch 
danach neigt sie dazu, Schritt fiir Schritt bis zum Werte bei reiner 
10“'K(d Liisung zu stei/en. Aus dieser Tatsache ist l('icht zu ent- 
iK'hmen, dass beim K etwas mehr Ca als beim Na zugesetzt vvcTden 
muss, um di(' belreffende sehiidliche Wirkung zu neutralisk'ren. Im 
umgekehrten Mischvt'rhiillnis wirkt dagegen die Gegenwart oiner kleinen 
Menge K auf die O.rAufnahme beschleunigend, indem die Kurve in 
den ersten 10 Minuten die Ildhe von 1209 ^ der Kontrolle erreicht 
und danach der Grundlinie parallel verlauft. 

Betreffs dieses Antagonismus liogt eine ahniiche Tatsache beim 
Langenwachstum der Weizenwurzel (Osterhout, BK)5), b(»i der Ander- 
ung d('r Plasmaeigenschaften (Cholodonyj, 1923) und auch bei der 
Arnmonifikation von Bacillus subtilis (Lipman, 1909) vor. 

Beim Gemisch von Li und Ca (90ccm 10”^ m LiCI-flOccm 
10“‘‘m CaClj) ist, vvie aus der Figur ersichtlich, die Prozentzahl der 
verbrauchten Sauerstoffmcmge in den ersten 10 Minuten unter samt- 
lichen hier benutzten Cemischen am kleinsten, trotzdem sie allmahlieh 
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wachst, um nach Ablauf von 90 Minuten grosser als die bei der reincn 
10“'' m LiCl-Losung zu werden. Drum isl es einleuchtend, dass die 
schadliche Wirkung des Li-Ions durch Zusatz von Ca-Ionen neutralisiert 
werden kann. Dagegen lauft die Kurve fiir das Gemisch von Ca(9) + 
Li(l) grade cntgegengesetzt zu der des vorigen Falls, sodass das Li 
zuerst stark anregend wirkt, indem die OrAufnahme nach Ablauf von 
90 Minuten, im Gegensatz zum Fall des vorigen Mischvorhaltnissos, 
unter samtlichen am grdssten war. Deshalb ist die Annahme b(T<'chtigt, 
dass der Antagonismus zwlsch(‘n ('a und Li am starksten ist. 

Ein schwacher Antagonismus zwischen Li und Ca ist auch von 
Sakamuka (1921) in bezug auf die Btnveglichkeit und den Zusammen- 
hang der Kolonie von Goniuni mitgeteilt. Nach ein(T neueren UntcM*- 
suchung von Reznikoff (1927) iiher das Proloplasma von Amoeba 
diibia nirnmt die antagonistische Wirkung von C<i('l 2 heim Plasmalemma 
in der Reihenfolge von Li]>Na>K weg, und beim inncTcm Proloplasma 
fallt sie in der R(Mhenfolge von K -Na>Li aus. 

Endlich bleibt im System von Rb f-Ca (90ccm 10 m RbGl-f 
lOccm 10“'’m CaCb) die Prozentzahl d('!‘ verbrauchten O.-Menge irnrner 
unter der Norm, jedenfalls mit kleinen S(*hwankungen, und schlic'sslich 
betriigt sie 86^ der Norm. In der umgekehrten Kombination von 
Ca(9)4-Rb(l) wird die 02-Aufnahme durch Gegenwart einer kleinen 
Menge Rb beschleunigt, doch bleibt die Beschleunigung unter den 
samtlichen Alkalikatiomm am schwachsten. Deshalb ist der Schluss 
ben^chtigt, dass zwischen Ca und Rb auch ein Antagonismus bestehl. 

Wtmn man bloss aus dic'siiii Ergsbnisscm betr. der Starke der 
anlagonistischen Wirkung des Ca auf die oben genannten Alkalika- 
tionen (dne Folgerung ziehen soil, so wiire nach dem Verlauf d('r 
Kurven ('twa die folgende Ib'ihenfolge als giiltig anzusehen : 

Li>K>Na>Rb 

b. Antagonismus zwischen Ba- und Alkalikationen, 

Die den vorigen ganz entsprechenden Vcrsuche mit Ba und Alka- 
likationcn ergaben die Resultate, die in iiblicher Weise in Fig. 15 
graphisch zusammengestcllt worden sind. Aus Fig. 15 kann man ent- 
nehmen, dass das Ba als antagonistisches Reagenz in folgender Reihen- 
folge wirksam ist: K>Na>Rb>Li. 
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10 16 tiO 46 60 76 90 

Zeit in Minuten 


Fi> 4* Wirkung gemischU'r Losungen von Ba- u. Alkalisal/en. 

c. Antagonismus zwischen Mg- und Alkalikationen. 

Was nun den Antagonismus zwischen Mg und cinwortigen Kationen 
anbelangt, so kann man etwa aus der graphischen Darstollung in Fig. 


/O 



10 15 30 45 * 60 76 90 


Zeit in Minuten 

Fig. 16. Wirkung gemischtor Losiungen von Mg* u Alkalisalzen. 

16 entnehmen, dass das Mg in der folgenden Reihenfolgo gegen 
Alkalikationen antagonistisch wirksam ist: K>Na>Li>Rb. 
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d. Antagonismus zmschen Sr- und Alkalihationen, 

Was endlich die antagonistische Wirkung von Sr auf die Alkalika- 
tionen anbctrifft, so sind die Ergebnisse in Fig. 17 graphisch zusam- 



17. Wirkung goini^chter Ldsungen von Sr* u. Alkalisal/.on. 


mengestellt worden. Daraus kann man schliessen, dass das Sr in der 
folgenden Reihenfolge antagonistisch wirksam ist: K>Na>Rb>Li. 

2. ANTAGONISTISCHE WIRKUNG DEK KINWERl’IGEN 
KATIONEN UNTEREINANURR. 

Die Versuchsergebnissc sind in den Figuren 18 und 19 in iiblicher 
Weise /usammengestellt worden. 

Aus Fig. 18 ist ersichtlich, dass irn Gemisch von K und Na (90 ccm 
10”® m KCl -f 10 ccm 10 NaCl) die Prozentzahl der aufgenommenen 
Oi'Menge jcdenfalls grosser als die der Kontrolle ist, indem sie in 
den ersten 10 Minuten ihr Maximum von erreicht. Ganz all- 

mahlich sinkt sie ein wenig, sodass sic nach Ablauf von 90 Minuten 
der der reinen Losung beinahe gleich ausfallt. Beim umgekehrten 
Mischverhaltnis (90 ccm Na + lOccm K) wirkt das Gcmisch auf die 
02-Aufnahme ganz anders als das vorige. Wahrend der ersten 15 
Minuten nimmt die aufgenommene Oj-Mengr enorm zu, und erreicht 
ein Maximum von 165 9^. Danach nimmt sie allmahlich ab, doch 
betragt sie beim Abschluss des Versuchs noch 151?^ der Norm. 
Dcmnach ist klar, dass das K die beschlcunigende Wirkung von Na 
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Fi^. 1^. Wiikung g(‘mis( htor S«il/lt>sunfU*n \on Na u. K. Na ii. Kh, u K u. la. 


auf die Atmung weiter enorm verstark(*n kann, im Gegensat/ zum 
Fall des umgekehrt(Mi MischverhaltnLsses, wo die d(*ullu*h vcTstarkende 
Wirkung von Na auf K aushloiht. M<igli( Ii, sogar sehr wahrscheinlieh, 
(laK dieso Erscheiiuuig auf d(T konihinierten Wirkung von K und Na, 
die Lofb (1911) „ Sal/(‘ff(‘k(. ” g('nannt hat, herulit. 

Im Gemiscli von Rb und Na (90 mn 10“ ' ni HhGl FlOecm 10 in 
NaCl) steigt plotzlich die IVo/eiitzahl der verl)rau(*ht(Mi OrMenge in 
den ersten 10 16 Minuten, uni nachher bis zum Werte bei reiner 
NaCM.()sung zu sinkc'ii. Man erkennt also, dass di(‘ Wirkung des 
Rb-Ions auf die 0.,-Aufnahme diueh Zusatz von Na lon gc'steigert wird. 
Im umgekehrten Mischverliiiltnis (I(t genannli n lonen, d. h. 90 ccm 
Na + lOmn Rb, kain im Gi'genU'il fast gar k(*ine augonscheinliche 
Anderung der aufgf'nommenen (X-Mengc /urn X'orsehein. 

Zunaehsl falll Ix'i der Kombination von K und Li die absorbierte 
Oo-Menge im Gemisch von 90 ccm 10 ’m KC^l I 10 ccm 10 m LiCl 
nach anfanglicher Steigerung zum Schluss kleiniT als Ix'i reiner KCl- 
Lbsung aus. Im umgekehrtin Mischvi rhallnis ist aber zwischen den 
beiden lonen ein Antagonismus deutlicb, indem dic^ aufgenommene 
Oj-Menge wahrend dvr ganz(*n VcTsuchsdauc'r der (h r Kontrolhj beinahc 
gleich war. 

Wie man aus Fig. 19. ersehen kann, stt igi bei d(‘r Kombination 
von IK) ccm KCl-MOccm Rb('l die Atmung in ch n ersten dO Minuten 
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Fiy;. 19. Wirkung Romischter Sa1z]()siing«*n von K u. Rb. h\ u lib, ii Na ii. I a. 


liber (Ho bei reiner KCl-Liisung, urn dann bis /ur Mengi* bc'i b't/ItTcr 
zu sinken. Im Gogonsatz dazii wird beim System im umgekchrten 
Mischverhditnis die schadliche Wirkung von Rl) auf d('n ()rVerl>nmch 
durch Gegenwart von K abgesehwacht, sodass di(» aufg('nommene 0>‘ 
M<'ng<‘ naeh Ablauf von 90 Minuten etvvas k('liner cds die bei der 
reinen KGl-Ldsung ausfallt, 

Ziinaehst ist im Gimiiseh von 9()crm LiC'l \ lOeem Nal'l die 
beschleunigendo Wirkung von Na auffallend ; beim AIkscIiIuss des 
Versiichs betriigt sie 145 9^ dor Kontrollo. Der VeiNueh rnit dem 
umgekehrten Mischverhiiltnis ergab aber ivahrend d(‘r erslen 30 Minu- 
ten eino maximale Besehleunigung d(‘S O^-Verbrauebs ; beim Absehluss 
des Versuchs betriig die aufgi'nommcne OrMimgi* 12 der Kontrolle, 
die jcdenfalls griisser als die bei reiner NaCl-Liisung ist. 

Was zulet/t die gegemseitige Wirkung von Li und Rl) anbetrifft, 
so ist aus Fig. 19 zu entnehmen, dass im Gemiseh von 90ecm Rb(1-f* 
lOeem LiCl die absorbierte OrMimge vvabrend der ganzen V(TSiiehs- 
daiier entsprcchend der der n'iniai Kb-I.iisung waclist, sodass die 
beschleunigendc Wirkung der Li-Ionen auf di(‘ Oj-Aufnahme der Algtm 
auffallig ist. Im Gegemsatz dazu tritt beim umgek('hrten Mis<*bv(»r- 
haltnis eine ahnliche Wirkung von Kb nui im Anfang dos Vi'isuehs 
hervor und bleibt durchweg konstant auf der HfJhe der reinen Li- 
Lbsung. 

Diese Ergebnisse werden besser verstandlich, wenn man hier auf 
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(lie im vorigcn Abschnitt angegebene Kationenreihe : K<^Na<![Li<CRb 
Riicksicht nimmt, vveil der Stand jc zweier Glieder in dieser Reihe 
ausschlaggebend dafiir zu sein srh(‘int, wie sich das einzelne Kation 
im Gemiseh mit irgendeinem andercMi verhalten soil. Mit anderen 
Worten, beim Zusatz ein(T kl(‘inen Meng(‘ wirkt das Kation links in 
der Reihe anregend und das nehts in der Reihe hemmend fiir die 
anderen ; jedoeh wird dab(*i nieht deutlich, oh die beiden lonen, je 
mehr si('. sicli von einander entfernen, umso wlrksamer aufeinander 
sind. 

a ANTAGONISTISCIIK WIRKUNG DKR ZWEIWERTIGKN 
lONEN UNTEREINANOKR 

Die Versuchsergel)nisse mit iUm Kombinationen von Mg f-Sr, fki f 
Sr und von Ga I Sr sind in Fig. 20 und di(' d('r Kornbination von 
Mg+Ha, Mg 1 Ca und von Ba I Ca in Fig. 21 wiedergegeben. 

Aus Fig. 20 ist /u ('ntn(*hm(‘n, dass das System Ba i-Sr in s('in(‘m 
Misebverluiltnis \on OOeem BaGb I 10 (‘(‘m SrCl.^ die O./Aufnahme der 



Wiikuiig I'rmist htj’i Sal/.l<)sunj>i<‘n \on u Si, Ba u. Sr, ii. Ca u. Sr 

Algen auffallcmd bcschleunigt im Gegcmsatz zum umgekc'hrten Misch- 
verlialtnis (90 corn SrCb+lOccm BaCL), wo sie erheblich herabgesetzt 
und /war vi(d kleiner als die Norm ist. Man ist also bereehtigt, daraus 
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zu schliessen, class die Wirkung des Ba durch Zusatz einer kleinen 
Mengc? Sr weiter beschleunigt und im andc rc n Fallc' die? Wirkung des 
Sr in Gegenwart einer kleinen Mengc' Ba stark gehc'mmt vvird. 

Mit etwas kleineren Ausschlagen als beiin System Ba I Sr verhalt 
sich auch das System Ca-l-Sr ahnlich. Zwar vvirkt es in seincMii 
Misehverhaltnis 90(*cm CaCb-f 10 e<*m Srdg anrt^gend auf die ().- 
Absorption, indem die Kurve ganz ahnlieh dc'i* veilauft, die* bei der 
reinen SrC'L-Liisung vorliegt. Dagegcn ist b(*im Gc'rniscli von OOeern 
SrCljf lOccm ('aClj charaktcTistisch, dass die* Kurvci in den listen 
10 Minuten ihr Minimum erreicht und sieh l)is zum Absehluss des 
Versuchs in viel niedrigerer Hidie als die der Kontrolle halt. 

Das gli'iehe Verhiillnis kann man aueh heim System Mg I Sr vvahr- 
nehmen. Und zwar besehleunigt ein kleiner Zusatz von Sr dii* Oo- 
Aufnahme stark, wahrend durch die Gc'gi'iiwart einer kleinen Mimgi* 
Mg im umgekehrten Misehverhaltnis die besehleunigend Wirkung von 
Sr bi'sondiTS in dim ersten 10 Minuten gehemmt wird. 

Wi(' man aus Fig. 21 sehim kann, wirkt Iieim System Mg I Ba 
ein kleiner Zusatz von Mg (90c*cm BaC'b 1 10 com Mgt’l.,) ebenfalls 


% 



Fiji?. 21. Wirkung niisditei SabU^^ungi'n von Mj' ii Ila, u. ( n, u Ha u (_.i 

stark besehleunigend, im umgc'kehrten M M-hverhaltnis dagegen die* 
Gegenwart einer kli'inc'ii Menge Ba nach anfanglicher Bi schleunigung 
hemmend, sodass sieh die Kurve nach Ahlauf von 90 Minuli'n der 
der reinen Mg-Ldsung nahert. 
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Ahnliche Verhaltnisse sind auch bci den Systemen Mg-f Ca und 
Ba + Ca m beobachten. 

So sind auch bei den zweiwertigen Kationen die gieichen Verhalfr* 
nisse wie bei den einwertigen wahrzunehmen. Und zwar entscheidet 
die Stellung eines Kations in der Reihc Sr<CMg<Ba<CCa dariiber, 
ob (‘in Ration reizend oder hcmmend wirkt. Der Abstand zwischen 
je zwei Kationen in dor Reihe ist dabei im grossen und ganzen aus- 
schlaggebend dafiir, wie stark sie aufeinander wirksam sind. 

VII. Diskussion. 

Es ist soit langem bekannt, dass reine SalzliJsungen auf verschiedene 
Lobonsorschc^inungen schiidlich wirken, indi*m sie sich je nach der Art 
und der Kon/(intration fordornd oder hommend aussorn. So ist z. B. 
die beschl(^unig<*nde Wirkung von Na* und K-Salzon, jedenfalls in sehr 
vc'rdiinnter L(’>sung, auf die Atmung von Jacobi (1899), Kosinski (1902) 
Brooks (1920), Gustafson (1920), Lyon (1921), Lundkciardh (1924) 
und 'Iamiya (1928) bei verschi(‘d('nen Pflanz(‘n festgestc'llt worden. 

In inoinem Versuche an Chlorella hab(‘ icli b(‘obachtet, diss der 
Oo-Verbrauch in der 1 m-NaGI-Ldsung gering(T als in der Norm ist, 
ab('r von d(*r 10“ ' m-V(Tdiinnung an stark beschleunigt wird. Die 
Llrsache dafiir, dass Lyon (1921) bei Elodm canadrjisis eine geringere 
CXVAusbdieidung in d r 10~’ m- NaGl Lbsung als in der Norm beo- 
baehten konnte, ist vvahi’seheinlieh darin zu sucben, dass Elodea cana- 
dvnsis g(‘gc‘n mechanische odtT ebemisehe Reize weniger widerstands- 
fahig als unsere Versuebspflanze war. Es muss hi(!r betont werden, 
dass iib(*rall in meinem Versuche beirn VcTgleich der hier gewonnenen 
Ergebniss(‘ mit andc'ren die B(Tucksichtigung dieser J'atsache wichtig 
war. 

Was nun Li und Rb anbetrifft, so ist auch von Beneckk (1907), 
Ono (1900) Cholodony.1 (1923) und anderen die giinstige Wirkung 
auf das Wachstum und die Plasm abewegung der verschiedenen I^flanzen 
nachgewiesen. u. a. hat Cholodonyj (1923) den Einfluss des Rb- 
lons auf den Geotropismus der Wurztd von Lupinus albua, Zea mays 
u. a. studiert und nachgewiesen, dass das Rb-Ion eine etwas geringere 
Giftigkeit als I^i besitzt. Bei Chloredla iibt aber Rb eine starkere 
Wirkung auf die Atmung aus, und erst in dcr lO*"* m-Verdiinnung 
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wird der Oj-Verbrauch etwas grosser als der in der Nahrliisung. 

Schadliche Einfliisse der Krdalkalisalze, ahnlirh den eben geschilder- 
ten, sind auch bei verschiedenen Pflanzen von Guntiikr (1897), Tamiya 
(1928), Brooks (1920) Cholodonyj (1923) u. a. konstatiert Worden. 
So gibt z. B. Lyon (1921) an, dass in einer 0,07 rn- CaCl/Ldsung die 
von Elodea canadensis nach Ablauf von 90 Minuten verbrauehU' Og- 
Menge nur etwa 60';^ der Norm betrug. Man sieht, dass diese Zahl 
doch viel griisser als die bei Chlorella ist, vveil sie dorl selbst in einer 
10“' m- L()sung kaum mehr als die Hiilfte der oben genannten Zahlen 
betrug. Solch schadliche Wirkung wio die des Ca-Ions auf den (),- 
Verbrauch von Chlorella konnt(‘ ich in den Alkali- und den iibrigen 
Erdalkalikationen nicht feststellen. Iliernach sollto man tiruuhmen, 
dass diese Ergebnisse auf der Beseitigung der La-Salze aus der Nahr- 
Ibsung, w'ie das bei meinen Versuchen gc‘schehen ist, beruhen ; trot/dem 
ist von mehreren Forschern (Molisch, Bknkcke) nuchgevvies(‘n word(‘n, 
dass die Ca-Ioncn fiir die Kullur d( r griinnen Algcm iiberliiissig sind. 
Man kann also diese Resultate als die eigentlich physiologisehi^n 
Wirkungen d(S Cadons auf dc‘n Sauerstoffverbraucli dusu* Algcn 
betrachton. 

Was zuniichst den Mechanismus der toxischen Wirkung reinei* 
Salzkisungen anbelangt, so hat Hans'1KEN ('hannkk (1910 191 I) dureh 
seine Arbeiten viel zur Klarung dioser Frage beigelragen. Lr fand 
durch zahli'eiche lintersuchungen da* wichtige Tatsache, das^ di(' 
Ursache der Giftigkeit der Salze nicht in der StrukturvtTandening 
im InncTii der Zelle liegt, sondern in den Oberflachen wirkungen /u 
suchen ist. Es wurden in erster Linie nur solche I*llan/( norgan(‘ 
angegriffen, die in uninittelbaren Konlakt mit der sehadlichen Liisung 
geraten und bei denen ein schmlles Flachenwaehslum der jungeri 
Zellen vor sich geht ; die von der Fliissigkeit nicht beruhrten (lewebe- 
teile bleiben, auch wenn sie den angegriffem n direkt bcnachbart sind, 
intakt. 

Zur Erklarung der Giftigkeit reiner Salzliisung geniigt es nicht 
allein, ihre kolloidchemische Wirkung auf die Zellwand zu beiiicksichti- 
gen. Einige Salze uben schon nach kurz< r Zeit auf erwachsene Zellen 
eine Giftwirkung aus, wobei die Zellwand ihr normales Aussehen 
behalt. Bekanntlich lasst die Zellwand einer lebenstatigen Zelle die 
Salzldsung fast momentan durch, und die Wirkung der letzteren richtet 
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sirh haupts’achlich auf die Oberllache des Plasmas, was dann /unachst 
dem weiteren Eindringtm der Sake Widerstand leistet. Bald abcr 
dringen die Salze doch in das Plasma ein und zwar mit sehr verschie- 
dener Gc'schwindigkcit. Dringt nun das Plasmolyticum in die Vakuole 
(‘in, so wird das Plasma wieder an die Zc*llwand gc'presst, und aus 
der C(‘schwindigkeit dieses Prozesses kann man auf das Kindringen 
der Ld.'iUng Schliisse ziehen. Urn zu zeigen, welcher Zusammenhang 
zwischen der Perm(*abilitat des I^lasmas gegeniiber einc'm Stuff und 
seiner Giftigkcit b('steht, soli nun das Kindringungsvermogen der Alkali- 
und Krdalkalikationen untersucht werdcm. 

Kiir das Eindringungsvermiigt n der Salze vc'rsrhiedener Kationen 
gibt TR6Ni)r>E (1918) folgende Reihe (vorwiegcmd ('hloride) : Ca<C 
Si <r'Ba<r'Mg<Cki<rNa<'K<rRb, d. h. die Alkalisalze dringen viel 
IcMehter als die Krdalkalien in dis Plasma ein. Dureh die Methode 
der Grenzplasmolyse verglich auch Fiitinc; (1915 1917) tii(' Anfangs- 
g(‘srhwindigkeit d(s Gn‘nzplasmolys(*n('intritts verM‘biedeiUT Alkalisalze 
und stellte fesl, dass, W(‘nn nit.n die Kationen variu rt, sieh die Rcuhe : 
Li<^Na<CK ergibt. Das Verm(»g* n der Kationen, das Wachstum der 
//e/maZ/n/s-Keimlinge zu unterdriicken, nimmt naeh Borowlkovv (1916) 
folgender Reihe entspreohend zu : Nl l 4 <^K<^Na<r Li<CMg<^Ba<^ 
Ca<CSr<'Ni<rMn'' Hg<^Cu. Vor Bouowikow fand schon Sahan- 
uiNASKi (1912) fiir das Wachslum junger Keimlinge folgende Hem- 
mungsreiht* (neutrale Liisung, Sal/(‘ 0.901 m, ('hlorid(*) : 
Na<Li<Mg<Ca<Sr<r3a<Ni<Mn<Cu<Hg. Diese beiden stim- 
men gut miteinander iiberein, indem sich die Kationtm in Ix'iden 
Reihen nach den Gruppen d(T steigenden kolloidchemischen Wirksam- 
keit ordnen. 

Boas (1921) untersuehte den Kinfluss der Salze auf die IIef(‘garung 
der wiehtigc'ii Zuckerarten und fand, dass die Salze die Garungsinten- 
sitiit den folgeiiden Reihen entspreehend fordern : Li<CNa<^NHi<C 
K, Mg<CGa<CBa. Dass bei der giftigen Wirkung der Salze deren 
Kindring(m ins Plasma eine llauptrolle spielt, folgt aus den llnter- 
suchungen von Spkk (1921-1923) und Kaho (1921 '26). Beide Au- 
toron kommen zu dem Schluss, dass die Giftigkc'it der Neutralsalze 
parallt*! mit der Permeabilit'at des Plasmas fiir diese Salze zunimmt. 
Nach Spkk sollen ausserdt^m diejenigen Salze, welche bc'sser eindringen, 
aiich die Wasseraufnahme durch das Plasma begiinstigen, wiihrend sie 
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durch die sehlecht eindringenden Salzc gelicnnmt wird. 

Nach meinen Versuchen hcmmen Alkali- und Erdalkalikationen d(‘n 
Sauerstoffverbrauch dieser Algen nach folgendc'r Reiho : 

Alkalikationen : K<^Na<^Li<rRb. 

Erdalkalikationen : Sr<!Mg<Ba<Ca. 

Im Vergh'ich mit dcr Rcihe Boas’ weicht die Stelliing des Magnesiums 
bei mir von d(T bei ihm ab. Diese Tatsache spricht in starkster 
W<Mse dafiir, dass die sehadliche bzw. stimuli(T(*nd(‘ Wirkung der 
Alkali* und Erdalkalikationen in grossen undganzen mit der Reihenfolge 
der Permeabilitat iibereinstimmt. Natiirlieh ist die Fahigkeit der 
Ncutralsalzt', in das Plasma einzudringen, ein physikochemischei* Pro- 
z<‘ss, d('r im Zusammenhang mit dem Vt^rniiigen der Salz(', den kol- 
loidalen Zustand des Plasmas zu and('rn» sleht. Und diese Wirkungen 
sind in erster lanie auf reversible Zustandsand('rung dts Pl.isinas 
zLirliek/ufiihren. 

Fnihc r hat HuEePE (1896) Folgeiuh's als „ biologisclns (irund- 
ges(»tz ” f()nnuli('rt : Jeder Kiirper, der in bcstimmler Kon/enti‘ation 
Protoi)Iasma tdtet unrl vornichtet, hebt in goringen'r Mengi^ di(' luit- 
wicklungsfiihigkeit auf, wirkt aber in noch geringerer Menge, jenseits 
eines Indiffcavnzpunktes, umgekc'hrt als Reiz und ('rhiiht die Lebems- 
eigens( haft( n. N;ich meimm V<nsuchsergebnisscn Iriffi dies aiich beim 
Sauerstoffverbrauch von Chlorella zu. 

Was endlich die antagonistische lonenwirkung anl)etriff(, so wird 
sie duivh die g(‘.gens(*itige VcTdrangung der verschic'di'iK'n lomm bei 
dcT Adsorption erklart, weil nach Mashas (I99<S) alle lOinzt'Etoffe im 
Gemisch(' schwacher als in reinen Sal/liisungen adsorbiert W(Td('n. 
Einzelne stark(T adsorbierbare Stoffe werden auch im Gemisrhe starker 
adsorbiert, lonon mehrvvertiger Metalle W(‘rden stark(‘r adsoibiert als 
lonen einwertiger, sodass es vorstandlich ist, weshalb eine verhaltnis- 
massig kleine Menge von Calciumsalzen ('ine grossen' Menge von 
Natriumsedzen entgiften kann. 

Werfen wir noch einmal die Frage auf, inwieh'in bei ph^siologi- 
schem lonenantagonismus die Adsorptionseischeinung eine Rolle spielt. 
Man findet in der Literatur sehr haufig Hinweisc' auf die g(*g('nseitige 
lont nverdrangung bei antagonistischen Erscheinungen, wobei die star- 
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ker adsorbierenden lonen die schwacher adsorbierenden verdr’angen. 
Jedoch durch Adsorption allein konnen wir die antagonistische Kationen- 
wirkung nioht erklaren ; denn es bleibt dann vollstandig unverstandlich, 
warum die lonenreihcn mit de^n Reihcn dor Adsorption und dor Gift- 
wirkung nicht immer iiboreinstimnien. Daraus geht hcrvor, dass di(‘ 
Adsorptionserscheinungcn beim lont'iiantagonismus koine dominiercnde 
Rolle spielen konnen. 

Kaho (1921) untersuchte die gegenseitige Hemmung dor Aufnahme 
in Salzgomischcn naber und kain /u folg<*nden Kigebnissen: Die 
antitoxisoho Wirkung c'incs Salz(‘s stoht irn engsten Zusammenhang 
mit seiner pi rmeabilit'atshemniendcn Wirksainkeit ; je mehr ein Neii- 
tralsalz das Eindringungsvermiigen (‘ines anderen (giftigon) Salzes 
herabst'lzt, desto starker wirkt cs antitoxisch ; die pc'rnieabilitatshem- 
meiide Aktiviiat eines Salzes ist seiner Eindringungfahigkeit uingekehrt 
proportional , je schwcTer ein Salz selbst in das Plasma eindringt, uin 
so griisscT ist seiru' antagonistische Wirkung don anderen Salzen g(*geiv 
uber. 

Fiir Kationen, di(* sieh in Gemisehen zweier Salze mit dcinselben 
Anion befiiukn, ergabtn sieh folgende praktische Regeln : Die AuE 
nahme (miios jeden Salz(‘s d(T Pennc'abilitatsreihe K>Na/>lJ>Mg^ 
Ba^Ca wird durch ein bediebiges anderi's Salz gehemml, dessen 
Ration in dt r Rc'ihe rochts von dem ersten steht. Diese Hemmung 
ist um so stiirker, j(' grilssc'i* dc r Abstand zwischen den Kationen in 
der RcMhenfolgc' ist. Die zweivvertigen Kationen haben ihrer griisseren 
Kolloidaktivitat gtanass eine bedeutend grbssere Hemmungskraft. 
Durch exakte Versuche bestiitigte MacDouoal, dass, wie schon Kaiio 
bcM-ichtet hath', beim Permeieron die Kolloidaktivitat der Sal/e mass- 
gebcncl ist. Wenn die den O. VcTbrauch beschleunigcmde Kalionon- 
reihe K^'Na>Li>Rb b/w. Sr>Mg>Ba>Ca bei Clilorella dc'r Per- 
meabilitatsreihe der betreffenden Kationen gleieh geslellt werden kann, 
so steht die genanntc' Regel auch mit unserem Ergc'bnissen im Einklang, 
wie wir im vorigen Abschnitte beim physiologischcn Antagonismus der 
ein- odc r zvveiwertigon Kationen gesehen haben. 

Andersi'its kann man etwa aus den Lecithinversuchen von Neusch- 
LOSS (1920-1921) ersehen, dass der Kationenantagonismus sieh nicht 
bloss bei einem bestimmten Verhaltnis je einer absoluten lonenkonzen- 
tration aussert, sondern, dass unabhangig von der absoluten Konzen- 
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trstion das KonzentrationsverhSltnis zweier lonen alloin entscheidet. 
Diese Erscheinung wird auch durch die Versuche von Loer (1915) an 
Balamis-Larven bestatigt. Sie eignen sk-h fiir solche V(»rsuch(\ ahnlich 
wie fundulus'AvtcTif deswcgen, weil ihr Leben weitg('lu*nd von deni 
osmotischen Druck ihrer Umgebung unabhiingig ist, Lokr fand nun, 
dass die Larven nur bei einem einigermassen bestimniten Konzontra- 
tionsverhaltnis zwischen Na : K einerscits und (’a : Mg anderseits, nam- 
lich im Mittol d5 : 1, normal iimhersehwimmc'n, wcnn auch die absolute 
Konzentralion um etwa das zehnfache variierti*. 

Die Abhangigkeit der antagonislischen Sal/wirkung von dem 
Mischverhaltnis zvveier Ldsungen tritt auch bei m('inen VersLich('n 
horvor. So konnten wir z. B. im Gemisch von Na : K 1: 9, wie Fig. 
18 z(‘igt, fast keimm Antagonismus, viclmehr b(‘schl(*anig(*ne Wirkung 
auf den Sauorstoffverbrauch von Chlorella bemcTken, wiihrend er iin 
Gemisch des umgekehrten Verhaltnisses, d. h. Na:K=9 :l, deuLlich 
war. 

Die Hypothese Pfeffer’s betr. der Kxistenz einer Plasmamc‘tnbran 
brachten auch Hoheh und Loeb (1916) zum Ausdruck. Der zulet/t 
genannte Autor nimmt an, dass reines NaCl di(' Kolloidt* der Plasma* 
oberllache erweicht und sie permeabel macht, wiihrend m<‘hrw(Ttig(‘ 
loncn ihre Vc'rharlung V('rursachen. Der zuerst genannlt' Autor erklart 
die antagonistische Salzwirkung als eine Ent(|uellung der Plasma- 
membran durch die zweiwertigen lomm. Auch OsTEinioer (1905) 
fiihrt die antagonistische Salzwirkung auf eine Perm(‘abilitatsiinderung 
der Protoplasrnaoberflache zuriick. Er zeigte, dass di(' Plasmolysc dei* 
Pflanzenzelle durch reine Lbsungen von Natriumchlorid oder Calcium- 
ehlorid einer grbsseren Salzkonzentration bediirfe als dk‘ Plasmolyse 
duich das Gemisch dieser Salze, welch(*s dcnselben osmotischen Druck 
hat. Daraus schloss er, dass beide Salz<' sich gegenstntig am Eintritt 
in die Zelle hindern. Anderseits vergrbsstTt sich nach Osceriigut 
die elektrische Leilfahigkeit dcr Gevvebii von Laminaria nach dem 
Uberfiihren aus Seewasser in reine Natriumchloridlbsung bis zur Eeit- 
fahigkeit dcr toten Gewebe. Calciumsalzc' rufen zuniichst eine Ver- 
minderung der Leitfahigkeit und erst spater eine solche Erhbhung 
hervor, wie sie Natriumsalze verursachen. Wenn aber in der Eiisung 
beide Salze vorhanden sind, so nehme die L(‘itfahigkeit des lebenden 
Gewebes zuerst ab, um aisdann langsam zu zunehmen. Die geringe 
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T.eitfahigkoit der lebenden Lami/iana-Gewcbe schreibt Osterhout der 
geringon Pcrmeabilitat dos Protoplasmas fiir Salze, die Wirkung der 
einzelnen Salze ibrer Vergrdsserung oder Verminderung zu. Im 
Cemisch sollen dagegen die beiden Salze sicli gegenseltig am Eintritt 
in die Z('Ile hindern. Die Versuchsmethodik Osterhout’s schoint aber 
nach Hober fiir die Erklarung der VcThaltnisse in lebenden Zellen 
nicht passend zu sein, weil sich die Gewebe in den Versuchen Oster- 
hout’s unter anomalen Pedingungen befanden. Dass aber dabei die 
Permeabilitiitsveranderung die Hauptrolle spielon, \>i bis jc'lzt nicht 
bewiesen. Im Gc'genteil ist es nicht ausgeschlossen, dass die antagonis- 
tische Sal/wirkung sich im ZelliniK'rn abspiell, wie z. B. Versuche 
von Reed (1918) zeigten. 

Man kann also zur Zeil noch kein vollstdncliges Bild der antagonis- 
tischen lonenwirkiing auf das Protoplasma (rntwerfem ; man darf aber 
vorausselzen, dass sich durch gegtmscMlige VcTdr’dngung dt'r lonen Ix'i 
der PiTineabilitat di(‘ antagonistischen Erscheinung(m erklan n lassen. 

VIII. Zl •SAMMENFASSUNC 

iJie Resultate der vor^tt hencU n Untersuchungen lassen sich, wi(‘ 
folgt, zusammenfassen : 

1. CVi/orc/Za brau( ht vi<‘l mehr Sau(Tstoff im doppehlcstill. Wasser 
ills in Niihrliisung. Naliii'lich kann ilic's eine temporare Erscheinung 
^ein, doch halt diesiT Zustand wimigstens 1.] Stimde lang an. 

2. In Nahrliisiing betiiigl die durch 0.1 cem (frisches Volumen) 
Chlorella verbrauchti* Sauerstoffmenge wahrend IK) MinuUm ca. 160- 
2(K) cmm. 

8. In b(‘/ug auf den (.VVerbrauch von Clilorella kommt im allge- 
m('inen den ('inzelnen konzenlricrten Alkalikiitionen ein schadlicher 
Einiluss zu, wahrend v( rdiinnte Alkalikationen (TH'gend wirken. Unter 
samtliclun Alkalikationen sind Rb am nuMsten und die K-Ionen am 
vvenigsten schadlich. Die Rc'ihenfolge der beschleunigenden Kationen- 
vvirkung iiuf d(Mi Siiuerstoffverbrauch ist je nach der Konzentration 
verschieden, aber man kann die folgende in ihrer Schadlichkeit stei- 
gende Reihe als giiltig annehmen: K<Na<Ei<Rb. 

4. Ahnlich wie bei den vorigen liegt der Fall bin den Erdalkali- 
kaliontn, u. zwar kommt jedem einzelnen konzentrierten Erdalkalikation 
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ein schadlicher und im Vergleich zum vordiinnton heschleunigender 
Einfluss zu. Ca ist das schadlichste und Sr das giinstigst(\ Die 
Wirksamkoit der einzelnen Kationon ist je nach der Konzenlration 
verschieden, aber die Reihc'nfolge der Wirksamkoit kann otwa, wio 
foigt, aufgestellt werdon : Sr<!Mg<CBa<^f'a. 

5. Bill der 02'Aufnahme durch Chlnrella sind aiUagonistisch die 
zweiwcrtigen gegen di(' einwertigen Kationon etwa in foIg('ndi‘n Reihen- 
folgen vvirksam : 

Bei(a: Rb<Na<K<Li 
BeiBa: Li<Rb<Na<K 
Bei Mg: Rb<Li<:Na<K 
Bci Sr: Li<RI)<Na<K 

6. Die antagonistischen Wirkungen I'ines Sal/es g('gen die andt'r(‘n 
ist nieht bloss von dor absoluUm Konzenlration, sandorn auch von 
dem Verhiiltnis zweicT Salzkisungcn abhlingig. 

7. Die Wirkung der ein- bzw. yAveiw(‘rtigen Kation(‘n unlt reinander 
sind (‘benfalls aus der Kolloidaktivitat der betn'ffendt'n ionc'n verstiind- 
lieh ; Die Kationenreih<j K<CNa<CLi<rRb b/w. Sr^'Mg^c^Ba^^fCa i^t 
dabei im grosscm und ganzen ausschlagg('b(*nd fiir die Wirkungsweist', 
indem das Kation links in der Reihe bcsehleunigend, das nchts h(‘m- 
m(*nd vvirkt. 

8. Bei doin Sauerstoffverbraueh di(‘S(r Algen spirit der Kalkfaktor 
(‘ine grosse Rolle. 
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Report of the Biological Survey of Mutsu Bay. 
13. Echinoidea. 


Bv 

Th. Mortensen, roponhagen. 

(With l‘l. XIX) 

The material of Echinoids from the Mutsu F^ay, sent me for 
examination hy I’roft'ssor Sanji Hozawa, comprises the followinfi 10 
species. 


1. Gl)rptocidaris crenularis A. Acassi/. 

(PI XIX, Fi^j, 1 , !•) 

A Agassi/. Revision of the Fclum. 1872-74. p. 487. PI. VII. a, figs (>, 8, H 
(hero named Phyrnosoma crcnuUne). 

Yosiiivvaha. Japanese Echini. Zoological Magazine Tokvo. XVIII 1906. PI. 

VII. figs. 1-6. (heie named Cnptosonia crenulare) 

L. DoDF.Rl.KfN. Die polvporen Kthmoiden von Japan. Zoologischer An/t‘iger 
XXX. 1906. p. 520. 

II. L. Clark. Hawaiian and other Pacific Echini. Pedinulae Echinonietndae. 

Mem Mus. (\>mp. Zool. XXXIV. 1912. p. 228. PI. 90 5-10; J)2. 1 11; 
106. 1 2 

Station 2 (I); 29. VII. 1926; off Asamushi ; coll. S. rAKAisi’Kl; 
Spec. No. 1120. 

Station 2 ; 10. VIII. 1927 ; t)ff Asamushi ; coll. .S. Takatsi'ki ; 
Spec. No. 1947. 

Station 67; 11. VIII. 1926; off Sumichifjai ; coll. .S. lIoZAWA; 
Spec. No. 1118. 

The specimens are rather small, from 11 to dltnm horizontal 
diameter, the species being known to grow to a much larger size, at 
least ?.'Smm horizontal diameter. 

2. Temnopleurus Hardwickii (Guay). 

(PI. XIX. Kik. 3). 

A. Agassiz. Revision of the Echini, p. 460, PI. VIII. a l-il. 

Th. Mortensen. Echinoidea; Danish Expedition to Siam Mem. Ac. Sc Copt ii* 
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haguo. 7. Sor. I. I'JOi. p. 61, 65. PI. VI. 32, 31; VII. 21. 

H. L. Clark. Hawuiinn and other Pacific Echini. Pedinidae . • . . Echinometridae ; 
p. 312. 

Station 41 (II); SI. VII. 1926; coll. S. S. Soyo Maru, off Okunai. 
Spec. No. IIIO. 


3. Temnotrema sculpta A. Aoassiz. 

Til. Mouri NSkN, Echinoidoa. Danish Exp. to .Siam; p. 81. PI. I 5-(i, 8, 19; II. 

(). (under the name of Pleurechinus raru*gatus). 

H. L. <'l\uk Hawaiian and other Pucific Echini Pedinidae . Echinometridae; 
p 321. PI. 112. 1-2. 

Station 9t; J24. VII. 1927; off Tairatlato ; coll. S. Takatsuki. 
Spec. No. 1783. 

(Together with a young Strongylocentrotus nudus (?)). 

I. Strongylocentrotus nudus (A. Adassi/.). 

(PI, XIX, FiK. 2; Text-fi« 1). 


A, A(;\ssiz. Revision of the Echini, p. 4t8. 

L Dodfrlf.in Die polyporen Echinoiden von Japan, /ool An? XX.X. 190(i p 
518. (undei the name of Strongylor. hokkaidensis.), 

Yosiiiwara. Japanese Echini, PI. XII. T 2. 

II. L Cl\|{K. Hawaiian and otlier Pacific Echini. J*edinidae . Echinometridae; 
p. 363. PI. 94, 17-23. 

Station 26 ; 29. VIII. 1927. Futagojima ; coll. S. Takatsuki ; spec. 
No. 2313. 

Station 101 ; 17. VIII. 1927. Sai ; coll. S. H6zo\va ; si)ec. No. 2089. 

Station 91; 21. VII. 1927; off Tairadate ; coll. S. Takatsuki. 
Spec. No. 1 783. (One very young specimen, 6 mm horizontal diameter, 
together with Temnotrema sculpta ; identification not beyond doubt). 

Medium sized specimens of this species (which grows to a large 
size, up to ca. 85 mm horizontal diameter) have on account of their 
long dark coloured spines a very considerable general likeness with 
Anthocidaris crassispina (A. Ag.), the littoral Echinoid so very com- 
mon in the more southern parts of Japan, for instance at Misaki ; 
(juite >oung specimens again may also bear a great resemblance to 
Pseudocentrotus depressus (A. Ag.), likewise a very common littoral 
species in the southem parts of Japan, when their spines are brown, 
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as is the case in young specimens which I have* sci‘n. (Wliether the 
young specimens have always the spines more light coloured I cannot 
tell ; the little material available does not allow any definite conclusions 
as to this). A careful s^^udy of the oral side of the test will lead to 
distinguish the three forms, but this recpiires a good dt'al of special 
knowledge and is by no means an easy task, h'ortunately it is possible 
to distinguish the three forms much more easily and with full certainty 
by means of the spicules of their tubc^feet. In Strongyloceni rolvs nudus 
(text-fig. 1) the spicules are arc-shaped, with the ends somewhat irre- 
gularly branched ; in Pseudoc, depresstis (ttwt-fig. 2) they are arc-shaped 
with bifid (mds and with a pair of spines on the outer sidt^ ; in 
Anthocid, crassispina (text-fig. 3) thc^y arc' “ biacerate slightly curved 
rods with a spine in the middle. It may be added that in Glyplorid- 
arts cremdaris (text-fig. 4) the spicules are straight i‘ods, usually with 
some holes in the middle. FurthcT, in Strongyloc. pulcherrimus (tc'xt- 
fig. 5) they are C-shaped (‘* bihamate ”), while in Stiongyloc. infer- 
medius (text-fig. 6) thc'y are in the main like' those' of Strongyloc. 
nudtLs. Thus all these polyporous Kchinoids arc' distinguished \('r> 



Text-figures 1-6. Spicules from tubofeet of Strongiflorrntrnius' nudus (\ 
Agassiz) (1), Pseudocentrotus depressus (A. Agassiz) (Z\ Anthocidans crasstspma 
(A. Agassiz) (3), ( sly ptoa darts crrnularts A. A<i\.ssiz (1), Strongyloaottrotus 
pulcherrimus (A. Agassiz) (5), and Stnmgiflocenirotus intermedins (A. Ar.Assiz) (6). 
All Xl25. 
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easily, and with full certainty, even when quite young, merely by 
examining the spicules of their tubefeet. Only Str. intertnedius and 
nudus cannot be distinguished with certainty by th(‘ir spicules, but 
th(i much shorter and more numerous spines of the* former distinguish 
it very well from Str, nudus with its longer and less numerous spines. 

Strongylocentrotus intermedius (A. Ac.assiz). 
rpl. XIX, Fig. 1: Text-fiK. (>) 

A. A(.ashi/ Ht'Vision of the Fthini. p. MIS. 

L. Doo/iRi.KiN Die polvpoien Eehinoideii \on Japan Zool. An/. XXX. p. 517. 

11. L. Ci.AHK. llavvaiinn and other Echini. IVdinidae . Erhinometridae, 

p. 35.1. 

Station 14; 22. VI. 1927. Futagojima; coll. S. Takatsuki ; Spec. 
No. 1596. 

Station lOil ; 14. VIII. 1927. 6nia ; coll. S. H6/.AWA. Spec. No. 2065. 

Station 104 ; 18. VIII. 1927, Oma ; coll. S. H6zawa ; Spec. No. 2079. 

Station 105 ; 18. VIII. 1927. Oma ; coll. S. IIozawa ; Spec. No. 2190. 

The specimens from the thre(» latter stations are very young, only 
3-6 mm horizontal diameter; the identification of them as Str. inter- 
tnedius however seems Ixyond doubt. 


6. Strongylocentrotus pulcherrimus (A. A(;assiz). 

(Texl-fiK. 5) 

A. A<.assi/. Revision of tin* Eihini, p. 153. (under the name of Sftharrvchinus 
pulcherrimus). 

J’ll. Mori'FNSkn. Echinoidea. 1. The Danish “ Ingolf ” Expedition. IV . 1 UM)3. 
p. 121. PI. XX. 10. 

Yoshiwara. Japanese Echini. PI. Xlll. 1-1 (under the name of Sphacrechinus 
pulcherrimus). 

L. D5DIC|{l.iaN. Die polyporen Erhinoulen \on Japan, p. 516 

H. L. Clark, liuwaiian and other Pacila Echini Pedinid«ie l’>hiiu»metridae, 
p. 3.33. 

Station 1; 11. VIII. 1927. Yunoshima: coll. S. H6 za\va. Spec. 
No. 1919. 

Station 16; 7. VII. 1916. Coast of Tsuchiya ; coll. S. HAzawa & 
S. Takatsuki. Spec. No. 1119. 

Station 101 ; 19. VIII. 1927. Sai ; coll. S. Hozawa ; Spec. No. 2011. 
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7. Peronella rubra Doderlein. 

L. Doderi.kin. SftMKol von Japan u. d. Liu*Kiu*Inseln, Arch, t Natur^iosc huhie. 
LI. 1885. p. 108. 

11. L. CiJVRK. Hawaiian and other Pacific F.chini. C’lypeastridao. Mem Mus 
Comp. Zool. 48. 1914. p. 54. PI. 121. 18-^20; 142. 5-7. 

Station 103; 17. VIII. 1927. Sai; coll. S. Hozawa. Spec. No. 
20ft4. 

The single specimen at hand is a young one, 18 mm long, with 
the genital openings not yet dcweloptnl. Th(‘ position of the p(n ii)roct 
almost halfway betw(‘en the mouth and th(' test margin, and the 
presimce of spines on the periproctal plates, howevt'r, show rather 
certainly that it must be the above nanit'd sptu its. 

„ 8. Echinarachnius mirabilis (A. A(,assiz). 

A Agassi/. Revision of the Echini, p. 528. PI. XIII. a .5 <> 

Yoshiwaua. Japanese Echini, PI. XVI. 9 '10. 

H. L. Cl .ARK Hawaintn and other I'acific Echini. Cl>pe<istndae, p 89, PI. 125 8 

Station 6; 5. VII. 1920. Asamusbi: coll. S. Takatsuki. Spec. No. 
1130. a. 

Station 53 (II); 7. VIII. 1926. Coast of Aburakawa : coll. S. 
Hozawa. Spec. No. 1130. b. 

9. Echinarachnius griseus Mktsn. 

Til. Mok'unskn. a new speci<*s of the genus K< hinaia« hnius from Jaiiiin. Annul 
Zool. Japonenses. XL 1927. p. 195. I'J I 

Station 23 (I) ; 16. VIll. 1926. Moura; roll. S. Hozawa. Spec. No. 
1124. 

Station 109; 19. VIII. 1927. Fukiuira ; coll. S. Hozawa. Spi c. 
No. 2220. 

In his Catalogue of the Recent Sea-Urchins in the collection of 
the British Museum (1925) H, L. Clark states (p. 1()8) that tht* young 
specimens of Echinarachnius mirabilis “ aie rtmiarkable for their vt'ry 
delicate, usually white or very light-coloured tests, while adults an' 
fairly .stout and are deep violet in coloui." He has, however, found 
some young specimens as dark as the adult, hut he supposes that this 
is due to these dark specimens being, in spite of their small si/e, 
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older than the more lif^ht coloured sp('ciniens ; or the difference in 
colour “ may possibly be correlated with locality and habitat 

Although not having examined the small specimens mentioned by 
Ceauk I cannot help suggesting that the difference in colour between 
these young specimens is due, not to various age or habitat, but to 
their representing two different species, the dark ones Echinarachnius 
mirabilis, the light colound ones Ech. griseus, (The latter species 
had not yet been described when Clakk wrote the woik quoted). 
As for the young specimens from Mutsu Hay then* is, at least, no 
doubt that the dark and light coloured specimens represent two distinct 
speci(‘s, the dark oni‘S Ech. mirabilis, the light coloured ones Ech. 
griseus. 

Hesi(l(*s by their dark colour, which I find to be equally dark in 
the young and the adult specimens, the young Ech. mirabilis also 
differs fn'm Erh. griseus in the usually moix* marginal position of the 
pc'riproct ; in Ech. griseus this is usually more distinctly supramarginal. 
In general Erh. miiabilis is a more robust form than Ech. griseus, 
as also tlu* coat of spin(*s is more dense than in Ech. griseus ; in the 
microscopical structure of spines and pedieellaiaai* there is no very 
tangible* diff(‘renc(' betwenn the two species. It would appear that in 
Ech. griseus the gi nital port*s are gcmtTally formc'd somewhat earlier 
than in Ech. mirabilis. 1 have found thcMii already at a size of 10 mm 
length in Ech. griseus, but not until a siz(* of ZZ mm in Fxh. mirabilis ; 
but, on th(* other hand, they an* not formed (*ither in a specimen of 
Id mm l(*ngih of Ech. griseus. This accordingly is no reliable difference. 


10. Echinocardium cordatum (Hknnant). 

A A(;assi/. Revision of the Echini, p. .‘U9. PI. XX. 5-7. 

Tn MourrNshN. Kchinoiden. II. The Danish “ Inj'olf ” Expedition. IV. 2. 1907. 

p. 115 PI. XVI. 21; XVII. 15, 21 23, 30, 31, 37-38, 43, 48-19. 

H L. C’l MiK. Hawaiian and other Pacific Echini. Sputangidae. Mem. Mus. Comp, 
/ool. 46 1917. p 262. 

Station 1. VI. 1926. Off Aomori; coll. S. Takatsuki. Spec. 
No. 1113. 

Station 17 (I); 17. VII. 1926. Nainiuchi; coll. S. Hozawa. Spec. 
No. 1129. 
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Station 22 (I) ; 20. VII. 1926. Off Moura-Kojima ; coll. S. HOzaw'.a, 
Spec. No. 1123. 

Station 26 (I) ; 2. VII. 1926. Off FiitaRojimn ; coll. S. Tak.\tsuki. 
Spec. No. 1122. 

Station 27 (I); 22. VII. 1926. Off Asamiishi; coll. S. HozAWA. 
Spec. No. 1126. 

Station 30 (I); 21 VII. 1927. Off Itanosaki; coll. S. IIo/awa. 
Spec. No. 1123. 

Station 60 ; 9. VIII. 1926. Off Kusotlomari ; coll. S. Hozawa. Spec. 
No. 1117. 

Station ()8 ; 2. VIII. 1927. Off .Jogasawa ; coll. S. Hozawa. Spec. 
No. 1125. 

Station 69. (V); 11. VIIl. 1926. Off Oniuata ; coll. S. Hozawa. 
Spec. No. 1121. 

Station 107 ; 19. VIII. 1927. Fukuura ; coll. S. Hozawa. Spec. 
No. 2208. 

Station 98 ; 2.5. VII. 1927. Noh(*ji ; coll. S. Takatsuki. Spec. No. 
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Fig. 4. Strongylocenlrotus mtermodius (A. y\(*ASSi/.) 
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The Fiber Tracts of the Cerebrum of Carassius 
auratus (L). 


Bv 

Hideomi Ti’ge. 

(KioloKical Institute, 'IVthoku Imjwrial Unucrsitx, Sendai ) 

(With Plates XX, XXI & :it rext riKUies ) 

I. INTHOnUCriON. 

Carassius auratus (I,.) is one of tho commonest Irosh water (ish 
living in Japan and can Ite obtained in large (luantities at any 
st'ason of year. On account of its hardiness under confinement as 
well as easiness in obtaining the small fry, this fish is becoming one 
of the favorite materials for various kinds of investigation. 'I’he well 
known “ Goldfish ” is believed to be a varitdy of Carassius a-utalus 
(1..) produced by domestication for a long period, and furthermore 
Carassius itself shows considerabh* variation according to locality as 
well as to environment. 

Recently another natural variety of this fish called “'retsug>o" 
or Ironfish was found at several far isolated districts in Jajian, which 
shows apparently intej'mediate characters of goldfish on one side and 
tho.se of Carassius auratus (L.) on the other. These three types of 
fish(‘s which are assumed to be geneticaly closely related to one anothei' 
suggest many problems of biological interest, and indeed this subject 
is duly drawing the interest of several worki'rs at this Biological 
Institute. 

1 undertook to study the brains of thcsi' three forms of fishes 
with a view to determine whether or not any differences characteristic 
to each may be found, and as the first step I have focussed my 
attention on the anatomy of the brain of Carassius auratus (1..) which 
is usually believed to be the ani'estral form of the other two forms 
mentioned above. 

In this paper, I have limited my obsiTvation to the principal fiber 
tracts of the cerebrum, including the praethalamus of ('. L. Herrick, 
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reserving those belonging to the other divisions of the diencephalon 
to a future occasion, 

Sheldon’s work (’12) on carp was a very helpful guide. In the 
present thesis, I have not only adopted the nomenclature used by 
this author, but also his general plan of presentation. 


MATEHIAI. AND METHODS. 

1, Material. 

Specimens of Carassius aurntus (L.) used in this study were collected 
('xclusiv(?ly in the province* of Miyagi. I employed those brains which 
sho\\(‘d the same form (wternally, because the l)rain of Carassius 
auiatus shows considerable external variation, especially when the 
brains of fish collected from different localili(*s aj(* compared. The 
fish used were about 2 to 3 years old, having tlie entire body length 
of about 8-10 cm. and a brain about 0,8-1, 0 cm. long, excluding the 
olfactory tract. The reason for using the smaller fish was that these 
can be conveniently handli‘d for preserving, sectioning, etc. I may 
add that the fish used, though slightly smaller, yxevc mature in every 
resp('Ct, and thus did not show any significant difference from the 
large* adult, which wore <'\amin(‘d as control, c'ven in the finer structure 
of th(' brain, and this fact is confirmed by Holmgren (’20) in Osmerus 
eperlaniis. 

2. Methods. 

The lish were killed and eviscerated for removing as much blood 
as possible, w’hich was especially helpful foi* making the Weigert- 
celloidin preparations. 

According to the objects of examination, Viirious different staining 
methods were naturally tried : 

a) Heidenhain’s iron-hematoxylin method. 

This method gave a good 1*05011 for tracing the nervus terminalis 
and some other non-medullated libel's. Fixation was made with 10?^ 
formol. 

b) Delafi eld’s eosin-hematoxylin method. 

It was least satisfactory for the teleostean cerebrum, where the 
medullated fibers are least abundant, but gave very good results with 
the medulla oblongata and other portions where the fiber tracts were 
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well developed. Corrosive sublimate saturated in 5% acetic acid was 
used as the fixative. 

c) Staining in toto with borax-carmin. 

This method was found to be useful for a lough ori(*ntation of 
various structures, but it was not as satisfactory as the toluidin blue 
method, for instance, for studying nerve (‘(^lls. Staining was precedc'd 
by fixation with 10 formalin. 

d) Toluidin blue method. 

The fresh brain was immediately fixc'd in 85 or 95 alcohol 
for 3 5 days and imheddc'd in paraffine. 'I'he sections were staint'd 
with 0,1 solution of toluidin blue, and them, diffenmtiated by anilin- 
alcohol. The staining fades away before long and thus is not i^ermanenl. 

e) Pal-Weigert method. 

Both the celloidin and paraffine imbedding methods wen* used. 
I'he former method was usually used for modullated nervt* libeis, 
while th(' latter, which was recommend(*d by Shei.don {'i2y M t), for 
some special purpose, gave a good result not onl> for the tracing ol 
the medullated nerve fibers, but also for the non-rnedullatt'd (iber^ as 
well. 

f) Cajal’s method. 

Sheldon has obtained good results especially in the cert'brum ol 
the carp. I used two niodilications, one of which uses alcohol and 
the other does not. (SriEtMEYKR, ’24). The latter gave* better results 
than the former. 

II. ANATOMY. 


L Grosii anatomy. 

The cer(4)ral hi'mispheres of Carassius auratus (1..) show closer 
similarity to those of the carp. 

The olfactory bulb.s are not directly in contact with the cer(*bral 
hemispheres such as seen for instance with Sahno fario and Anguilla 
vulgaris (Lissner), but are connected by the somewhat longer olfactor> 
tracts as in carp, (PI. XX, Fig. 1.) 

Each cerebral hemisphere exhibits an ovoidal shape, but the* 
cerebral hemispheres together present a sub-quadrangular outline when 
seen from the dorsal side. 

The cerebral hemispheres, the olfactory tracts and the olfactory 



m 


H. TIJGK 


bulbs are covered by a common membrane, the so-called pallium or 
tela. This thin membranous pallium, containing no nervous elements, 


tr. olf. lat. 

tr. olf. med. 

tub. ant. 
tub. lat. 

tub. dors, 
siilr. 

tub. post, 
toil. opt. 


Text-fig. 1. Dorsal aispi*< t of the torobjum. The tola is romo\od 
from the dorsal surfa<x‘, showing rloail> Iho tuberoula. 

forms the membranous roof of the cert'bral hemispheres dorsally and 
laterally. Extending caudally to the optic lobes and enclosing the 
posterior portion, pallium makes a reflected meinbrant*, termed the 
velum transversum, at the region where the C(T(4)ral hemispht'res 
come in contact with the thalamus. Here, the reflected membrane 
is somtnvhat swollen and at the same time (»longated rostrally, forming 
a membranous sac over the pallium proper, which sac is termed the 
saccus dorsalis (IVxt-figs. 26, 27, 2H, 29.) and originates from the 
slightly caudal portion of the velum lransv(‘r.sum in the thalamus. 

After removal of the pallium, the paired lobes over which the 
various fissures run become clearly visibU*. These fissures, which 
divide the cerebral hemispheres superficially into many small divisions, 
are not so distinct as in carp. These divisions just stated are not 
strictly correspondent to the divisions made by various investigators, 
who attempted to divide according to the arrangement of fibers and 
cells. 
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Thero is a fissure, called the sulcus ypsiliformis, which starts from 
the somewhat postero-lateral border of the central portion of the 
cerebral hemispheres, and is branched on the dorsal surface in a 
Y-shape. One branch of the Y-shape procec^ds towards th(‘ anterior 
part (the anterior limb of Sheldon) and the other procc^eds towards 
the median line (the posterior limb of Sheldon). Another fissure 
arises from the antiTior portion of the median lin(‘ of the cerebral 
hemisphere and s(rech<vs backwards, then falls in with the anttTior 


tub. dors. 



Toxt-fig. 2. Lateral aspert of the ren'brum. ’the tela is lernoMcl 
iis m text-hg. 1. 


limb of the sulcus ypsiliformis of Sheldon (’bi). 1'he fissure which 
arises from the median line, is corrt'spondent to thi‘ frontal fissuri' of 
C. L. Herrick (’91). 

Moreover, at the more anttTior portion, the ascending fissure of 
the anterior limb of the sulcus ypsiliformis bends laterally. The 
anterior ])ortion surrounded by both this fissure and the frontal 
fissure of C. L. Herrick is called the tuberculum anterior (Text fi^s, 
1 . 2 .). 

The tuberculum dorsalis is surrounded by the frontal fissure and 
the antero-medial fissure (anterior limb) «>f the sulcus ypsiliformis. 
The tuberculum lateralis which (K'cupies the lateral portion, is bordered 
by two branches of the sulcus ypsiliformis. The* remaining tubercle 
other than those three tubercula just mentioned, is named the tuber- 
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ciilum posterior and is situated posterior to the sulcus ypsiliformis. 

Although these external fissures are not strictly in correspondence 
with the anatomical divisions of the cerebral hemispheres, yet these 
may be utilized with advantage, roughly to divide nuclei into groups. 
For instance, the tuberculum anterior contains a part of the corpus 
precommisuralc, the tuberculum dorsalis contains the nucleus olfactorius 
lateralis, the palaeostriatum and a part of the corpus precommissurale 
and the tuberculum lateralis contains th(' nucleus olfactorius lateralis. 

On the ventral surface, the fissura endorhinalis appears as a groove. 


tr. olf. med. 
tr. olf lat. 

I 

Jt 

tola 

fiss. rndorh. - — 
sulc, ypMl. — 
tub. post. 

('bias 

lob. nifd. b>p 
tcct. opt. 
lob. inf, 

corp iiiamm 
(Goi.ihsiMN; 

mod. ublonu. 


Toxt-fig. a. Ventral aspect of the cerebrum The hypophysis ‘ is 
removed from the ventral surface. 

which runs from the rostral pole and proceeds down to the point 
where the optic nerve decussates at the diencephalon. The groove 
meets laterally with the sulcus ypsiliformis, forming an open V-shape. 
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(1'ext-fig. 3.) This is the deepest groove in the cerebral hemisphcTC's, 
and is identical with the fovea limbica of Eo!\(;er and of Goldstein, 
the sinus rhinalis of C. 1^. Herrick and of Kappers, and is also 
assumed by these aiPhors as homologous to the sinus rhinalis of 
higher vertebrates. 

On the ventral surface, surrounded by th(' lissura endorhinalis 
laterally and continuous to the praethalamus of C. L. Herrick, then' 
are two clearly defined lobes, the antei ior ends of which meet with 
the olfactoiy tracts. These lobes are a part of the basal lolxis includ- 
ing internally the corpus precommissurale of the secondary olfactory 
centers. 

Th(T(' is another fissure, which I belit've is homologous lo tiu' 
sulcus limitans telencephali of Sheldon (’12) in the' carp, extending 
longitudinally over the medio-lat('ral walls of th(' tuberculum anterior, 
tuberculum dorsalis, and tuberculum post(‘rius. 'I'his fissure' is very 
shallow, but constant in all individual fishes. This sulcus separates 
externally the corpus precommissurale and the nucleus olfactoriiis 
dorsalis in th<' basal lobe (Textdigs. 11, Ifi, 17, 19), and it may be 
homologous to the sulcus limitans hippocampi of Johnston (Tl). 

The ventricle of the cerebrum remains as a shallow space between 
the pallium and the basal lobes. This space communicates antc'i iorly 
with the space which exists in the olfactory bulbs and in the olfactoiy 
tracts, and posteriorly with th(' third ventricle. 

As lo ihe veniral dividing line betwcc'ii the cerebrum and dienc(*- 
phalon of the teleostean brain, it has not yet been definitely agreed 
upon by many investigators. In this paj)er, the dividing line just 
mentioned was placed on the caudal t'lid of the cen'brum, which is 
dorsally bounded by the velum transvcTsum and encloses vt'ntrally the 
praethalamus of C. L. Herrick, where the optic nerves enter th(' 
dienccphalon. The praethalamus of C. L. Herric k in teleostean brain 
c!ontains the nucleus preopticus, which sec'ins to me to be group('d 
into a tertiary olfactory C(*nter. Therefore, 1 have included the prae- 
thalamus of C. L. Herrick into the cerebrum, as Sheldon (T2) has 
done with the brain of carp. 

2. Histological observations. 

(A) Nuclei. 

The nuclei, as a whole, show a similar arrangement to thosi' of 
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the carp studied by Shkedon (’12). Accordingly, I adopted the terms 
which were used by him in his elaborate studies just mentioned. 

(a) Palaeostriatum. (Sheldon, ’12). 

The term “ palaeostriatum ” is synonymous with the corpus striatum 
used by many other investigators (KdinciEE, Goldstein, Kappeks, 
etc.). 

The pahu'ostriatum occupi(‘s th(‘ greater part in the (Central portion 
of the cerebral hemisphert*, and takes a somewhat dorsal course 
gradually as it extends towards the caudal region (PI. XX, XXI, 
Figs. 2, 11, 1. and Text-figs. 13, 14, 16, etc.). It is surrounded mesially 
by the corpus prccommissurale, dorsally by the nucleus olfactorius 
dorsalis, and laterally by th<' nucleus olfactorius latfTalis. The cell 
bodies which are locat(‘d in the central portion appear to be largest 
not only within this nucleus but even when compared with the cells 
found in other nu(‘lei so far studied, and are sparsely distributed. 

Th(' form of this ar(‘a closely resembles that of carp, but tlu* 




Text-fiK. L 

Cells of the palaeostriutum 


arrangement of (‘tils in the rostral portion shows much more conden- 
sation than in the carp. 

(b) Corpus precommissurah*. (Sheldon, *12). 
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I'his nucleus occupies the area from the most rostral end of the 
cerebral hemisphere to the diencephalon, alonj? both sides of the 
median cavity (ventriculus medialis), forming a well dc'linc'ated column 
of cell groups. Laterally the nucleus is bounded by the palaeostriatum 
and lalero dorsally by the nucleus olfactorius doralis. 

In the cross section of the rostral part, the cell mass occupies 
the dorsal region of the tractus olfactorius medialis (PI. XX, Fig. 1.). 
'Fhe arrangenK'nt of the c('lls in this nucleus is v(‘rv compact and 
the size of C(‘lls is very small. 

The relative position of this nucleus in Carassiiis auraius entirely 
corresponds to that of carp described by Sheldon (M2), but is not 
(Mitirely identical with the ('pistriatum or an'a olfactoria posterior 
medialis, which was described by Kappers (’06) in teleosts other than 
carp, for the latter includes a part of the region of the nucleus 
olfactorius dorsalis. M’his nucleus appears to be homologous to the 
pars medialis lobi olfactorii posterioris of Goldstein (’05), while the 
‘‘ Vordere Nucleus ” call(‘d by Haller (’98) is a part of the corpus 
precommissurale. 

The corpus precommissurale may be divided into four parts (four 
nuclei), according to the position of cell groups. 

( i ) The nucleus medianus (Sheldon, ’12). 

Among the four nuclei, the nucleus mi'dianus occupies the most 
rostral (Mid of th(j basal lobe in front of the anterior commissure. 
(PI. XX, Figs. 1, 2, and Text-fig. 5 (a).). 

(ii) The pars commissuralis (Sheldon, ’12). 

This pars commissuralis occupies the same position that the anterior 
commissure occupies, (PI. XX, XXI Figs. 4, 5, and Text-figs. 5 (n), 
19, 20, etc.). 

(iii) The pars supracommis.suralis (Sheldon, M2). 

The pars supracommis.suralis extends dorsally to the sulcus limitans 
telencephali and caudally to the nucleus intermc'dius, which is described 
below. (PI. XX, XXI, Figs. 4, 5, and Text-figs. 5 (c), 19, 20, etc.). 

(iv) The nucleus intennedius (Sheldon, ’12). 

It occupies the area from the pars supracommissuralis to the 
diencephalon (PI. XXI, Fig. 6 and Text-figs. 5 (d), 24, 25). 

(c) Nucleus olfactorius lateralis (Sheldon, ’12). 

The nucleus olfactorius lateralis has been recognized already by 
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many authors and has been named variously : that is, the area olfactoria 
(Edingeu, Hau.er, Kaprers), the hippocampal lobe (C. L. Herrick), 



Toxt-fig. 5. 

(A) of the nucleus medianus. (B) Cells of the pars rommissuralis. 

(C) Cells of the sufr icommissuralis. (U) (Vlls of, the nucleus intormedius. 


the hypostriatum (Catois), the area olfactoria lateralis (Kappers and 
Thkunissen), thc" area olfactoria posterior lateralis (Kappers) and the 
pars olfactoria lateralis lobi olfactorii posterioris (Goldstein). 

This nucleus is the one which occupies the largest area in the 
basal lobe, bounded medially by a somewhat concave line connecting 
the fissura endorhinalis to the sulcus ypsiliformis, dorso-laterally by 
the palaeostriatum and latero-ventrally by the tractus olfactorius 
lateralis (PL XX, Figs. 2, 3). Thus, this nucleus almost entirely occupies 
the wide area from the rostral end of the basal lobe to the extreme 
caudal pole. 

* At the latero-ventral portion of the nucleus olfactorius laterialis 
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Texl-fi^. 6. 

Colls of the nucleus olfa<*tonus lat<*ralis 


proper, is found a less differentiated 
group of cells, which is called the 
nucleus pyriformis by Sheldon 
(’ 12). In Carassitis auratus, how- f 

ever, I was unable to distinguish ]F^ ' ^ 

this special group of cells (the W - 

nucleus pyriformis) from the nucleus 

olfactorius lateralis proper, by the . 

loxlTij,^. 6. 

form and arrangement of the cells, ^ ^ . . ir . 

Colls of Iho nucleus olta<*tonus lattnalis 

though this nucleus is well illu- 
strated in carp by SHEf.DON (’12). 

(d) Nucleus olfactorius dorsalis or primordium hippocampi (SiiELDOX 

;i2). 

The nucleus olfactorius dorsalis lies 
lat('ro-dorsal of the sulcus limitans telence- 
phali and dorsal of the palaeostriatum (^ • 

(PI XX, Figs. 2, 3, 4). ^:y 

This area is not very clear in Caras- 4* 

sins auratus for distinguishing it from ‘ 

the nucleus olfactorius lateralis, but it loxtfiK. 7. 

may be distinguished by the smaller size ^ nucleus olfactorius 

of the cell bodies from the palaeostria- doralis. 


/ff 




Toxt'fin. 7. 

Oils of I ho nucleus olfactorius 
doralis. 


(e) Nucleus teniae (Kapfers, Kdin(',er, Goldstein, Sheldon). 

This nucleus teniae is named the nucleus occii>ito-basalis by C. L. 
Herrick. At the level of the anterior com- 
missure, there appears the nucleus teniae, 
consisting of cells, which form a rather 
compact arrangement in the same manner 
as in the carp (Sheldon, ’12). The cell ' 
mass of this nucleus begins with a small 
mass of cells above the hssura endorhinalis 




and extends caudad occupying the same rt*- Text-fig. «. 

lative position with this fissure just mentioncvl (^^lls of the nucleus tenmo. 
and with the ventral portion of the nucleus 

olfactorius lateralis. It meets the nucleus inUTmedius in extreme 
caudad (PI. XX, XXI, Figs. 4, 5, and Text-fig. 22). 
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(f) Nucleus commissuralis lateralis (Sheldon. ’12). 

Th(* nucleus commissuralis lateralis 

lies slightly medio-ventrad of the fissura 
endorhinalis, occupying the ventral por- 
tion of each basal lobe (PI. XX, XXI, 
Figs. 1, 5). 

Sheldon (’12) states that “ No refe- 
rences to it in the literature have been 
noted; it has, therefore, been termed 
the nucleus commissuralis lateralis owing 
to its location, at the level of the anterior 
commissure.” 

In Carassius amatiis this nucleus can 
be clearly seen in nearly the same f)osition as was illustrated and 
describi'd by Sheldon (’12). 

(g) Nucleus pi-eopticus (C. L. IIeurick, Johnston, Sheldon). 

The nucli'us preopticus li(*s between the anterior commissure an<l 
the chiasma opticus, forming a part of the praethalamus of (\ L. 
Hehihck, the portion identical to which was descrilx'd with ‘ das 
zentralc Hbhiengrau ’ of Goldstein (’05). 

Surrounding the recessus preopticus, it is in contact dorsally with 
the nucleus int<Tmedius on either side (PI. XXI, Fig. 6 and Text-figs. 
22, 2:1 etc). 

We can divide this nucleus into two parts recording to the size 
of the cells. 

(i) Nucleus magnocellularis strati grisei (Goldstein, *05). 

The nuch'us magnocellularis strati gris(*i is identical with the nidulus 
preopticus (C. L. Hekuick ’92) and the pars magnocellularis of the 
nucleus preopticus (Sheldon, ’12). 

Closely packed, the cell mass of the nucleus magnocellularis is 
located adjacent to the recessus preopticus. These cells are larger 
than those of the nucleus parvocellularis. 

(ii) Nucleus parvocellularis strati grisei (Goldstein, ’05). 

This nucleus parovocellularis strati grisei seems to be identical 
with the nucleus postopticus (C. L. Hekkick) and pars parvocellularis 
of the nucleus preopticus (Sheldon). 

The cells of the nucleus parvocellularis are somewhat diffusely 







9 . 

Cells of tho iiurU'Us coinmissunilis 
laid alls. 
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arranged and contrasted with the crowded coll mass of the nucleus 
magnocellularis. The position of both these nuclei in the praethalamus 
is identical with that in carp (Sheedon), although in Carasshis auratiis 
the small cells of the nuch'us parvwellularis strati giisei appear to 
be more or less minghxl with the larger cells of the nucleus magno- 
ccllularis strati grisei, thus presenting a slightly greater irregularity 
in the cell arrangement than Shkedon (’12, Fig. 71.) has shown in 
the carp. 

(.A) 



Text 'fig. 10. Colls of tho nucleus prooplicus. 
(A) Nucleus magno('ellul«iris strati K*'‘‘5ei. 
(U) Nucleus parvocellulans strati finsei. 


(h) Nucleus entopeduncularis (Goldstkin, ’05). 

Goldstkin made first observation on this nucleus in tt‘leosls, and 
states that der (nucleus entopeduncularis in 
teleosts) vvohl mit dem von Kdin(;kk bei Rt^pti- ' ’ 

lien an gleicher Stelle l)eschriebenen Nucleus 
entopeduncularis identisch ist /. 

Sheldon also noted this nucleus in <*arp as 
identical with that of Goldstein. In Carassius 
auratus this nucleus is found at the same rela- 
tive position described by these two writtTs. 

This nucleus is composed of rather smaller < t'lls, 
surrounding each of the basal forebrain bundles 

(fasciculus lateralis hemisphaerii) at the' level of the nucleus preopticiis 
(PI. XXI, Fig. 6). 




Tcxt-fi«. 11. 
Cells of the nucleus 
entopeduncularis. 
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(B) Fiber tracts. 

(1) Tractus olfactorius lateralis (Sheldon, ’12). 

This tractus olfactorius lateralis is identical with the radix lateralis 
(C. L. Herrick), laterale Riechstrahlung (Kdinger, Goldstein), tractus 
bulho-corticalis (Edinger, Kappers), and faisceau externe (Catois). 

As is usually the case with some telcosts, the tractus olfactorius 
lateralis can be clearly separated from the trretus olfactorius medialis 
in Carassius auralus. 

The tractus olfactorius lateralis, which orginates largely from the 
mitral cells ])laced laterally in the olfactory bulbs, is found on the 
latero-ventral part of the base of the basal lobe (Text-figs. 12, 13), 
and consists entirely of fibers of centripetal nature (Sheldon T2). 


ti. ulf. asr.-htr. olf. mt'd , pary lat. 


tr, oU. lat. 


'loxt'liK. 12. TranscM lion thiough tl:e mobl ro^lial eixJ of the cerebral 
hemispheres. The ner\us tciminalis uiipeuib like a hole. WuciERTcelloidln 
melhod. X.’M). 

This tract consists of three components of the fibers; that is, the 
pars lateralis, pars inteimedia, and pars medialis. As the.'^e advance 
caudally, it becomes diflicult to distinguish these three parts from one 
another, and all ultimately enter the basal lobe (Text-fig. 13). 

From the figure given by Sheidon in the carp (SHKl.ne)N, T2. 
Fig. 21), three parts of the trretus olfretorius lateralis can be 
distinguished from one mother at the rostral portion of the basal 
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tr. olf. med., pars m(‘d 


'loxt-fin. 1.*^. Transection throuijh the rostral portion of the cen'hral hemi- 
spheres, at whicli the tractus olfactorius enters the basal lobes The fibers fiuin 
the palaeostriatum are shown in this section. WEiGFRT-celloidin method. -^21. 


lobe, ijiuch more easily than in Carassius auralus. After entt‘rinK 
the basal lobe, this tract can be clearly found above the fissura 
endorhinalis (Text-figs. 12, 13). A part of the tractus olfactorius 
lateralis terminate.s in the nucleus medianus of the corpus pnrom- 
missurale as is seen in horizontal sections, while the remainder enters 
into the nucleus olfactorius lateralis, where the connection is established 
with the neurons of the second order. 



Text-fi^* Id-. Transection through the poition sligbtlN rostial to the antoiior 
commissure. WKrr.KRT-celloidin method. ^2t. 
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In the secondary olfactory area are included, as in carp, the nucleus 
pyriformis of the nucleus olfactorius lateralis as well as the nucleus 
teniae. 

The statement made by Sheldon (’12) that “ the fibers of all 

three portions of the tractus olfactorius lateralis gradually 

spread out above the fissura endorhinalis, without decussating, in the 
lateral olfactory area of the basal lobes ”, retpiires in my mind further 
investigation of experimental nature, because the most medial portion 
(pars m(‘dialis?) of the tractus olfactorius lateralis (Text-figs. 14, 15, 
16, 17, 19) appears to me to decussate at the anterior commissure in 
Carassius auratus and this fact coincides with the case in some teleosts, 
including th(‘ carp, described by Goldstein (’05. Text-fig. 5). 



Text-fig. 15 Hori/ontal scheme of the fore-brain tracts. 
fA) Tractus olfattorius lateralis. (B) Tractus olfactorius medialis. 
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Quoting from Kafi'ERS (’06) we read that “ In an adult Thynus 
and some other lAiphius, however, I again found the uncrossed tract 
so that we must assume that both occur and that probably the 
uncrossed course of the lateral fibers is the nioii‘ g(‘n(*i al one, as it 
has beem described by Bei.lonci, Kdincek and C. L. Herrick. It 
would be interesting to find out the conditions which determined this 
different behavior.” Even if we assume with Kaffers that this tract 
shows the decussation in somt* cases and non-decussation in others, it 
seems highly improbable that the carp and Qimssius auratus, both 
of which show closer general arrangement of the (ibcT tracts, totally 
differ in this tractus olfactorius lateralis, which shows non-decussation 
in carp and decussation in Carassius aimitus. 

(2) Tractus olfactorius medialis (Sheldon, ’12). 

'Phis tractus olfactorius medialis is idimtical with the radix mesalis 
(C. L. IIerrk'k), tractus bulbo-epistriaticus (ICdin(;er), mediale Riech- 
strahlung (Edincjer, Goldstein), faisceau interne (Catois). 

Many authors considen'd all of these tracts as consisting of centri- 
petal fibers, but Catois (’02) in Conger vulgaris and Sheldon (’12) 
in carp stab* that this tract contains both centrifugal and centripetal 
bundles. 

Catois describes “ sa partie interne renfermt* de nombreuses 

fibres a direction centrifuge,” but Sheldon observed this c(mtifugal 
bundle in the central portion of the tractus olfactorius medialis. This 
tract can be divided into the following gioups of fibers: — 

(a) Centrifugal fibers Tractus olfactorius ascend('ns 

(Sheldon, ’12). 

(b) Centripetal fibers.. ....Tractus olfactorius m(‘dialis pars 

lateralis. (Sheldon, ’12). 

(c) Centripetal fibers Tractus olfactorius medialis |)ars 

medialis. (Sheldon, ’12). 

(a) Tractus olfactorius ascendens (Sheldon, ’12). 

The tractus olfactorius ascend(‘ns, which is considcMvd by Shei.don 
as composed of centrifugal fibers, constitutes anatomically a part of 
the so-called radix olfactoria medialis proT)ria of Kaffeks (’06), which 
is considenxl by him as composed of centripetal fibers. Although in 
the carp the tractus olfactorius ascendens is distinguished from the 
tractus olfactorius medialis, even at the rostral end of the basal lobe. 
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such distinction is impossible in Carassitis auratus^ and both appear 
to be mingled in this region. (Text-fig. 12, 13). 

The tractus ulfactorius ascendens accompanies the tractus olfactorius 
medial is up to about the portion slightly rostral to the anterior com- 
missure (Text-fig. 14), and then separates from the tractus olfactorius 
medialis proper. This tract originates from the nucleus medianus of 
the corpus precommissurale as in (‘arp and is located nearer to the 
median cavity (Text-figs. 16, 17). This tract probably corresponds to 
‘ der in dcr Mitte liegenden Faserbiindel ’ of Goldstkin (*05), although 
he considered it as composed of centripetal fibers. 


tela s. lim. tel \ent. med. 



tr. olt. lat., tr. olf. med., parb med. 
pars med. (?) (rom. inlerbulb) 


Text-fig. 16. Transection through the portion immediate!} caudal 
to the level of text-fig. li. WKioi KT-celloidin melhod. 

(b) Tractus olfactorius medialis pars medialis (Sheldon, ’12). 

In Catassius atirafus, the tractus olfaclorius medialis pars medialis 
occupies a part of the tractus olfactorius medialis forming a distinct 
fiber bundle as in carp, as shown in 4 Vxt-figs. 12 and 13. After 
reaching the basal lobe, it holds a medio-ventral position accompanying 
the tractus olfactorius medialis proptr (Text-figs. 13, 14). This pars 
medialis, which runs dorsad after separating fiom the tractus olfactorius 
medialis, is situated just on the ventral side of the tractus olfactorius 
medialis pars lateralis. In a further caudal region, it enters the 
anterior commissure, occupying a moie ventral position than that of 
the tractus olfactorius medialis pars lateralis. 
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'rho majority of the fibers in this tract, which forms a part of the 
anterior commissun* and is located more venlrally than rest of the 
commissural fibers, are seen to connect the two olfactory bulbs (Text- 
figs. 11, l.'i, 16, 17, 18), as were shown also by both Couxstein and 
Sheldon in carp. This commissuri* is ti-rmc'd (he commissura olfactoria 
interbulbaris (Golixstein, ’05). 

The rest ()l ihe fibers of the traclus olfactorius m('clialis pars medialis 
seems to (md, without deeussating, in the nucleus mc'dianus as W(’1I as 
in the pars commissuralis of the corpus precommissurale. 

rorp. prcGom. 

Ncnl. lat. 1^^***^ supracoin. 




aoosli. 

tr sliio-thal. 

tr. olf. lat. 

olf. lat., pais 
mod. (.0. 
olf. lat. 

. nu‘d., ]>ais hit 
mod 

(com inlcihulh) 

'J’cNt'lig. 17 . 'rianscttion thiough the poition in fiont of the anterior (tme 
missure 'I'liis settion shows the tractus olfattoiius medialis pars medialis as 
made up of the fibers of the commissura olfactoria mterhulharis. WhK.hRT- 
(olloidin method. X21. 

(c) Tnictus olfactorius medialis pars lati'rialis (Shkldon, ’12). 

Th(' tractus olfactorius medialis pars lalt'ralis occupi(*s th(‘ lateral 
portion of tlie tractus olfactorius medialis, hut it is very difficult to 
distinguish, owing to less differentiation of staining rt'action, from th(‘ 
tractus olfactorius ascendens at the rostral end of Ihe basal lobe 
(Text-figs. 12, 13). 

This tract becomes distinct at ciboul iht' portion rostral to the 
anterior commis.sure (Text-fig. 1 1), and occupies thti dorsal portion of 
the tractus olfactorius medialis pars medialis, then, gradually takes a 
dorso-lateral course. The greater part of these libers, which form a 
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part of the anterior commissure, end into the nucleus pyriformis of 
the opposite side, though a i)art of them seems to terminate in the 
nucleus teniae. The smaller number of the libers in the tractus 
olfactorius inedialis pars lateralis end into the pars supracommissuralis 
of the corpus precommissurale. My own observations, in Carassius 
auratusy thus corresf)ond essentially with th(' observations of Sheldon 
on carp, with the t*xe(*ption that in the former there were not found 
the fibers which end into the nucleus olfactorius dorsalis. 

The tractus olfactorius rnedialis i)ars lateralis agnrs with the 
* FascTii aus dcmi lateralen I^mI der mi‘(lialen Riechstrahlung ’ of 
Goldstein (’ 05 ). 



com. inlerbull). <lcr n. term. com. 


TextTiK- 18. Transection ihiough the antermr portion of the anti'rior com- 
missure for showinK the decussation of the nrr\us terminalis. Hkidfiniiain’s 
iron-hematoxylin method. ' Xl24. 
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(3) Ncrvus terminalis (Locy, ’05) or Pinkus’ norvo (Pinkus, ’91). 

The nervus terminalis is located along and imlx^dded in the middle 

portion of the tractus olfactorius medialis. In the WEiOEUTTelloidin 
preparations it remains an unstained clear area in the cross section, 
owing to non-medullation of the fibers, though the WKir.ERT-parafiine 
preparations may barely show the fibrous character of this area (Text- 
figs. 12, 13, 14). 

The nervus terminalis, though its origin is not yet determined in 
this present study, is found to accompany the' tractus olfactorius 
medialis pars medialis, and then separates from the latter, placing 
itself slightly ventro-lateral to the median cavity. 

Although 1 could not trace the entin* course of this n(*rve, it 
probably passes in the most medial portion along the nu'dian cavity, 
as Shei.oon noted in carp and Holmgren (’18) in Osmems, because 
much of the course so far followed, corresponds with ihe descriptions 
of those two authors mentioned. 

'rhe decussating point of the nervus terminalis lies on the more 
rostral end of the anterior commissun' and slightly caudad of the 
commissura olfactoria interbulbaris of GoLDSTEfN (’05), or, in general, 
it lies about the middle between the commissura olfactoria interbulbaris 
and the decussation of the tractus strio-thalamicus cruciatus (r/V/c ( i ), 
pp. 509 et seq,) 

(4) Commissura anterior. 

The two basal lobes in Carassius aimilus are connected by tlie 
anterior commissure which consist.s of the following commisural and 
decussating fibers. The general arrangement of th(' fibers in th(‘ 
anterior commissure is practically the* same in Carassius auratus as 
in the carp, which was fully described by Sheldon. 

(a) Commissura olfactoria interbulbaris (Goldspein, ’05). 

'rhe commissura olfactoria interbulbaris is formed by the libers of 
the tractus olfactorius medialis pars medialis, which lies medially in 
the tractus olfactorius medialis, in front of the decussation of th(‘ nervus 
terminalis. Although these commissural fibers are considei*ed by other 
investigators to unite the two olfactory bull)s, in Carassius auratus 
not all fibers appear to decussate. 
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tela. 


s. lim. ie\. 


vent. mod. 



f. endorh. 


palueohtr. 

eorp. precom., pars supracom. 
tr. stno-thal. 
fom. dors. -f- dec*, tr. hyp. 
olf. rned. 

dec. tr. olf. mod., pars lat. 

-from, internurl. 
vent. lat. 

tr. olf. lat., pars med. (T). 
tr. olf. lat. 


corp. precom., pars com. 
doc. Ir. stno-thal. cruc. 


Text-tiM- Transection through the middle portion of the ant(‘rior com- 
missure. Wnir.Kur-celloidin method. x2T 


(h) ("ommissura dorsalis. 

This bundle of the commissura dorsalis is larger than th(' one 
just described and binds the nucleus olfactorius dorsalis of th(' two 
opposite lobes. At the uppermost layer of the anterior commissure, 



Text-hg. 20. 'IVanst'ction through the portion immediately caudal to the 
middle portion of the anterior commissure. In this section the bundle of the 
l ommissuru olfactoiia internuclearis is clearly shown. WEiCKRT-celloidin method. 
X2i. 


these commissura] fibers mingle with the fibers of the tractus hypo- 
thalamo^)lfactorius medialis. (Text-figs. 19, 20, 21). 



FIBKK TRACTS OF THF C'KRFHRUM OF (\intssiu'* uuratuH (Q. rm 


(c) Commissura olfactorii internuclcaris (Goldstkin, ’03). 

'rho commissura olfactorii internuclcaris is a thick bundle which 
occupies the j^reater fraction of the anterior commissun^ exhibiting 
bow'shapccl arrangement in the cross-sretinn (Text-fig. 20). This 
commissure in Carassias auratus is ich'ntical with the hippocampal 
commissure of i\ L. Hkrrick and the commissura olfactoria of Kafffrs. 
'I'his commissure in Carassius auratus is undoubtedly identical with 
the commissura hippocampi pars posterior of Shki.don in carp in 
regard to its i)osilion, but h(' dc'seribes this as entirely non-medullated 
fibers, while in Carassius auratus it is largcdy composc'd of medullated 
fibers as Coldstkin (’05) noted in carp and as illustrated from Salmo 
(’03, Fig. 10, Taf. XIII). 
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To\t*fiK. 22 , Transection ihrouith the cnudal jioition of the anterior com- 
missure. In this section Uk* decussation of the ti actus strio-tlialamicus cruciatus 
is rather clearly marked. Whic.rur-oelloidin method. 


The fibers which are found almost in the middle |)ortic)n of the 
anterior commissure in the horizontal sc*etion, are closely associated 
with th(' commissura olfactorii internucl(‘aris. 

(0 Decussation of the tractus strio-thalamicus cruciatus. 

Th(*se decussating filxTs consist of partly non-medulla ted and partly 
niedullated fibers and form ont' of the largest bundles situated on the 
middle portion of the anterior commissure in the cross .section. The 
bundle consists of those fibers which come from the mid-portion and 
from the more caudal portion of tlu* palaeostriatum (Text-figs. 19, 
21, 22, 23). 

(g) Decussation of the tractus hypothalamo-olfactorius medial is. 

The libers are derived from the hypothalamus and enter tht* pars 
supracommissuralis of the corpus precommissurale along tht* median 
cavity, pa.ssing through the ant(»rior i:onimissure, ventral to the fibers 
of the commissura dorsalis. 

(5) Connecting fibers with the diencephalon. 

(a) Fasciculus medialis hemisphaerii (Sheldon, ’12). 

In this fasciculus 1 can identify in Carassius auratus (L.) the two 
tracts ; tractus hypothalamo-olfactorius medialis (Sheldon, ’12) and 
traclua olfacto thalamicus medialis (Sheldon, ’12), but the four other 
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cavity (Text-figs. 20, 22). At the level of this terminal, the fibers 
intermingle with the fine fibers coming from the origin of the tractus 
olfacto-thalamicus medialis, and immediately after intermingling, these 
fibers of the tractus hypothamo-olfactorius medialis decussiite in the 
anterior commissure. 


\ent. med. 



Text’lij?* Transection throuKh the rostral level of the reeessus pie* 

opticus, a little caudal to the anterior commissure. The tractus mediano preopticus 
IS faintly shown. WEKJKUT-celloidin method. x24. 


It is very difficult to draw a sharp line betw(*en this tract and 
the commlssura dorsalis, for both tracts are intermingled intimately 
with each other. This tract extends caudally together with the tractus 
olfacto-thalamicus medialis (pars dorsalis and pars ventralis, Sheldon, 
T2) forming one bundle. Thus, these two tracts are called, as a 
whole, “ basal cerebral fasciculus ” by C. L. Hkkkick and “ fasciculus 
medialis lu^misphaerii ” by Sheldon. At the level of the chiasma 
opticus, this fasciculus just stated forms the “ fornix tract ’’ of C. L. 
Herrick (Text-fig. 26). 

As it approaches the hypothalamus, the bundle of the tractus 
hypothalamo-olfactorius medialis becomes finer, and then separates 
from the tractus olfacto-thalamicus medialis. Differentiation of the 
tractus hypothalamo-olfactorius medialis from the tractus olfacto-thala- 
micus medialis is not, easy in Carassius auratus (L.), as is the case 
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in carp, since these bundles are imbedded among the fibers belonging 
to various undetermined tracts. These fibers originate largely from 
the nucleus posterior tuberis at the neighborhood of the nucleus 
rotundus (Text-figs. 31, 32). 

It still remains unsettled whether this tract terminates in, as 
Kappers and Goldstfun maintain, or arises from, as Shet.don i-eports, 
the nucleus posterior tuberis. 


tola. 



'IVxt-fig. 25. Transoction through the praetlialamus of C. L. IIkhkk k. The 
fine fibers of the tractus olfacto-hypothalamieus lateralis are presented in this 
figure WKK.KRT-eelloidin method. x24. 

(ii) Tractus olfacto-thalamicus medialis. 

These fibers originate largely from the pars conirnissuralis oi the 
corpus precommissurale and appear ventrad of the decussation of the 
tractus olfactorius medialis pars lateralis (Text-fig. 20). 

Although at the beginning of its course the tractus is placed on 
the ventral side of the tractus hypothalamo-olfactorius medialis, soon 
it accompanies the latter (Text-fig. 24). The tractus olfacto-thalamicus 
medialis runs along the median cavity, forming a part of the “ basal 
cerebral bundle” of C. L. Herrick, afterwards it enters the hypo- 
thalamus (a part of the ‘ fornix tract ’ of L. Herrick.) (vide p. 
506.) 

At the level where the commissura horizontalis (Fritsch) appears, 
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tho tract becomes diffused, giving off its fibers into the nucleus rotundus, 
nucleus posterior tuberis and nucleus subrotundus (Text-fig. 31). The 
terminal of this tract is located a little more laterally than that of 
the tractus hypothalamo-olfactorius medialis. 

Shkldon (T2) states in his paper on carp that “ A short distance 
caudal to the anterior commissure, the medial forebrain bundle has 
increas('d largely in si/e (figs. 08, 69', due to the presence of a large 
number of short fibers, . . . Another factor in the increast‘ in size 

of the median bundle consists in the addition to it of a few medullated 
fibers arising from the dorso lateral part of th(' nucleus magnocellularis, 
forming the tractus preopti<*o-tuberis. 

In Carassins (wmtus (L.), howtwer, at the lev(‘I mentioned by 
Shki.don, there is not any remarkable' diffenmee in size, although the 
tractus prcoptico-tuberis and tractus habenulo-diencephalicus (GoLT)STKiN, 
’05) associate with the fasciculus medialis hemisphaerii, as was pointed 


tela 


sa< <lors 



tr. h>p. olf. med. 

tr olf thal. ined 


Ir. proopt. intrrimnl., 
pais. mod. 

fasr. mod. horn. 


tr. hyp. olf. lat. 
tr. toniao. 

fasc. lal. hem. 


. preopt. intermed., 
par.s lal. 


Text-hg. 26. Transection through the portion slightly caudal to the level 
shown in text-fig. 2.^. This section shows the tractus preoptico-intermedius pars 
medialis and pars lateralis. WhiUKRT-colloidin method. x24. 

out by Sheldon. The reason why in Carassius auratus (L.), this 
increase in size does not appear, seems due to the giving off of some 
fibers, in the dorsal part of the diencephalon in its course. 
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(b) Fasciculus lateralis hemisphaerii (Sheldon, ’12). 

The fasciculus lateralis hemisphaerii was variously named by pre- 
vious workers, as for instance, basale Vorderhirnbiindel by Edinger 
and by Goldstein, and faisceau basal by Catois, but strictly speaking, 
these are not entirely identical with the fasciculus lateralis hemisphaeii. 
This fasciculus lateralis hemisphaerii consists of the two bundles: the 
tractus strio-thalamicus and tractus olfacto-hypothalamicus lateralis. 

( i ) Tractus strio-thalamicus (GoLDSTtUN, Kappers, Johnston, Shklimjn'. 

This great fiber bundle of the fasciculus lateralis hemisphaerii is 
derived from almost all parts of the palaeostriatum, consisting l 3 oth 
of decussating and non-decussating fibers as in other teleosts. This 
tractus is composed of the two smaller tracts : tractus strio-thalamicus 
cruciatus and tractus strio-thalamicus incruciatus. So far as the posi- 
tion of both these tracts are concerned, it is the same as in the case 

»ac. dors. 

hah 

lob, opt. 
tr. olf. hub 
ir. hyp. olf. med. 

- pol. jjost. hrm 
— — tr. olf. thal. incd. 

fuse. lat. hem. 

fib. to(t. n. opt 
' n. opt. 


Text*fi>(. 27. Transection through the level of the habenula. The 
cerebral hemispheres are just coming to the end. WEiOKRT-celloidin 
method, fib. tect. n opt. — fibrae tectalcs nervi optici. x2L 

of carp. In the anterior commissure, the tractus strio-thalamicus 
cruciatus is seen as a massive bundle occupying the caudo-dorsai 
position to the commissura olfactoria interbiilbaris (Text-figs. 20, 22). 

As the median cavity grows deeper and deeper towards ventral, 
both the decussating and some of non-decussating fibers run caudad, 
forming a few longitudinal bundks, while some non-decussating fibers 
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are seen constantly to enter the bundles of the trac tus strio-thalamicus 
which comes from the palaeostriatum. 

The bundles of the tractus strio-thalamicus He slightly latero-ventrad 
to the bundles of the tractus hypothalamo-olfactorius modialis and 
tractus olfacto-thalami(*us modialis, namely dorso-medial to the fissura 
endorhinalis (Text-fig. 24). In Carassius auratus (L.) usually, numerous 
non-medullated fibers are found among the medullated fibers of the 
tractus strio-thalamicus, as Sheldon already noted in carp. 

Cajal’s preparations show clearly that the tractus strio-thalamicus 
<*ruciatus is situated dorsal to the tractus strio-thalamicus incruciatus. 


lot turn. 



'loxt-fig. 28. Transortion through the portion, where the optie 
lobes begin to appear. This section shows the commissura habenularum. 
WKK.hUT-celloidin method. x2t. 


but as it proceeds in the more ventro- lateral direction, these tracts 
appear closely located to the optic nerve (Text-figs. 27, 28). As is 
shown in text-fig. 29, these bundles lie between the commmissura 
IIerricki and the optic nerve, beyond which the medullated fibers of 
these bundles seem to diminish rapidly, thus, giving an obscure 
appearance to the tractus strio-thalamicus in the WEiGKRT-celloidin 
preparations. Further caudad (Text-fig. 30), the tractus strio-thalamicus 
is divided into two parts. According to Sheldon, in carp this tractus 
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mentioned above, separates its<df distinctly into two tracts : the tractus 
strio-thalamicus cruciatus and tractus strio-thalamicus incruciatus, and 
the latter is accompanied by the tractus olfacto-hypothalamicus lateralis, 
but is not clear in Carassius auratus (L.). Both branches of the 
tractus strio-thalamicus mentioned above end into the various nuclei 
which are situated near the commissura horizontal is of Frttsch, in 
the ventral portion of the diencephalon composed of the nucleus 
rotundus, nucleus anterior tuberis, and nucleus lateralis tuberis, etc. 
Although the above statements on carp made by Sheldon essentially 
agree with mine on Carassius auratus (L.), he further pointed out 
that some fibers of the dorsal part of the tractus strio-thalamicus 
terminate also in the nucleus posterior thalami, nucleus cerehellaris 
hypothalami, and nucleus diffusus lobi lateralis, which, however, were 
not observed by the present writer. 

(ii) Tractus olfacto-hypothalamicus lateralis ('t tractus hypothalamo- 
olfactorius lateralis (Sheldon, ’12). 


sac. dors. 



Text-fi*?. 29. Transection through the Icsel of the corpus geniculatum 
latorale. This section shows the fasciculus lateralis homisphaerii, ap- 
proaching the optic nerve. WhiGERT-crlloulin method, corp. gen. Iat.=- 
corpus geniculatum lateral**. x2'L 


In Carassius auratus (L ) this tract is quite non-medullatod and 
the usual Weigert’s stain can not bring out this structure clearly, 
and thus Cajal’s method was applied. 
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At the level where the fasciculus lateralis hemisphaerii in the 
praethalamus of C. L. Herrick is formed by the fibers derived from 
the palaeostriatum, the fibers of the tractus olfacto-hypothalamicus 
lateralis begin to appear above the tractus teniae and the tractus 
preoptico’intermedius pars lateralis* just as the fibers of the tractus 
strio-thalamicus incruciatus enter the fasciculus lateralis hemisphaerii 
(Text-fig. 26). 

The nucleus from which this tract originates, seems to be located 
in a more caudal part of the nucleus olfactorius lateralis. But I was 
unable to trace these fibers into the fasciculus lateralis hemisphaerii, 



'FexlTig. 30. Transection through the level of the rommissura posterior. 
The fibers of the tractus strio-thalamicus end around the commissura horizontalih 
of Fritsch. WEiCKRT-celloidin method. com. post. = commissura posterior, 
com. trans.- commissura transvcrsa. lob. inf. — lobus inferior, nucl. rot. — nucleus 
rotundus. nucl. ant. tub. = nucleus anterior tuberis. nucl. vent, tub.— nucleus 
vrntralis tuberis. x36. 
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as has been done by many previous authors. 

At any rate, the tractus olfacto-hypothalamicus lateralis of Caras- 
sius auratus (L.) is not a very distinct one, as Kafpers (’06) claims 
it in other fishes to be a compact large tract of unmedullated 
fibers ”, since the fibers which arista from thii caudo-vcntral portion 
of the nucleus olfactorius lateralis are not numerous and furthermore 
these immediately mingle with the fibers of the tractus teniae. 

(c) Tractus olfacto-habenularis or tractus teniae (Sheldon, ’12). 

The tractus teniae in Carassim auratus (L.) is evidently identical 

with the tractus olfacto-habenularis taeniae of Edinger, Kappehs etc., 
faisceau cortico-habenulaire of Catois, and taeniae thalami of Goldstein. 

Since 1 limited my observation to the region from the basal lobe 
to the ganglia habenularum, thus the connections from the habenular 
ganglia to the thalamus were not studied. 

This tract appears to arise from almost all parts of the nucleus 
teniae, exhibiting a continuous group of fibers of the tractus olfactorius 
lateralis when seen in the horizontal sections. This tract is removed 
gradually medio-dorsad throughout the upper part of the praethalamus 
of C. I.. Herrick, and then, forms the commissura habenularis (Gold- 
stein) at the level of the portion where the optic lobes just appear 
(Text-fig. 28). 

(d) Tractus mediano-preopticus (Sheldon, ’12). 

At the slightly ventral portion of the anterior commissure, th(‘ fine 
fibers arise both from the nucleus and the ventral part of the pai-s 
commissuralis of the corpus precommissurale, as is shown in carp. 
These fibers consist of both medullated and non-medullated fibers and 
thus can be demonstrated advantagcMiusly by WEiGERT-paraffine pre- 
parations. 

At first, these fibers run straight vimtralwards and appear on both 
sides of the recessus preopticus, then descend more ventrally and enter 
the network formed by the processes arising from the nucleus preop- 
ticus (Text-fig. 24), but continue their couree clearly to the base of 
the nucleus preopticus. 

(e) Tractus preoptico-intermedius (Sheldon, ’12). 

The positions of the parts of tractus preoptico-intermedius are 
indicated in text-fig. 26. The fibers are largely non-medullated and 
bind the nucleus prcopticus to the nucleus intermedius of the corpus 
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lext*fig. .‘U. Trunsection more (audal to the level shown in texl-h^. iiO. 
I his section shows the origin of the iractus hypothalamo-olfactonus modialiwS and 
the terminal of the tractus olfaeto-thalamicus medialis. Wi*.iGERT*celloidin method, 
fasi*. rot. --fasciculus retroflexus. tr. chi. lect. — tractus cerehellotectahs. tr, thal. 
mam. — tractus thalumomammillaris. nucl. suhrot.-^ nucleus subrotundus. nucl. 
dif. )oh. lat. — nucleus diffusus (obi lateralis. Xdb. 



Text'fig. rransection slightly caudal to the level shown in text-fig. 31. 
Both tracts of the tractus hypothalamo olfactorius medialis and tractus olfaeto- 
thalamicus medialis likewise appear, as shown in text-fig. 31. WKiGERT-ccIloidin 
method, nucl. post, tub. — nucleus posterior tuberis. res. lat. hyp. — rece.ssus 
lateralis hypothalami. x36. 
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precommissurale. Accordingly, it was necessary to study these fiber 
tracts with the aid of Cajal’s method. 

In Carassius auratus (L.), this tractus preoptico-intermedius lakes 
two different courses, Just as shown in carp by Sheldon : the one 
of which runs paralled to the recessus preopticus, or the tractus 
preoptico-intermedius pars medialis, and the other runs along the outer 
margin of the fasciculus lateralis hemisphaerii, or the tractus preoptico- 
intermedius par lateralis. 

(i) Tractus preoptico-intermedius pars medialis (Shef.don, ’12). 

The tractus preoptico-intermedius pars medialis descends from the 
nucleus preopticus to the nucleus intermedius parall(‘I to the recessus 
preopticus and to the median cavity, and passes by the fasciculus 
medialis hemisphaerii (Text-fig. 26). It is said by Shei.don that this 
tract is composed of the double tracts of ascending (tractus prc^optico- 
intermedius pars medialis) and of descending (tractus intermedio- 
preopticus pars medialis) fibers. 

(ii) Tractus preoptico-intermedius pars lateralis (SfiELDON, ’12). 

This fine fiber tract runs along the lateral side of th(' fasciculus 

lateralis hemisphaerii towards the nucleus intermedius, starting from 
the nucleus prcopticus (Text-fig. 26). 

(f) Some fibers which (Miter the tractus olfactO'hab('nularis. 

( i ) Fibers which (*nt('r the tractus olfacto-habenularis from the nucleus 
preopticus. 

Thos(* fibers, which are non-medu Hated, combine with the tractus 
olfacto-habenularis at the latero-dorsal portion of the fasciculus medialis 
hemisphaerii. 

This group of fibers may probably belong to the tractus preoptico- 
habenularis pars anterior, tractus preoptico-hal)enularis pars medialis, 
and tractus pn^optico-habenularis pars lateralis named by Sheldon 
(’12). SnEf.DON describees that the pars antcTior originates from th(‘ 
nucleus parvocellularis strati grisei, and both the pars medialis and 
pars lateralis originate from the nueJeus magnocellularis strati grisei. 
Also, Holmgren (’20) found the tractus preoptico-habenularis pars 
lateralis at the same portion, which we have traced, and mor('ovei\ 
he states regarding this tract as follows : “ Bei Osmerus habe ich 

auch ein ahnliches Biindel gesehen, aber dieses hat eine ganz andere 
Redeutung. .Es handelt sich hier namlich um einem Opticusbiindel 
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(Tractus optico-habenularis?), das durch eigentumlichen Verlauf sehr 
leicht fiir ein Preopticusbiindel genommen werden kann. Das Bundel 
liegt in der Transversalebene der basalen Wurzel des Opticus an der 
basalen Wurzel voriiber zieht, trennt er einige Fasem ab, welche in 
das TelencephaJon medium hineindringen. Diese erstrecken sich facher- 
formig divergierend sogar bis zum Lateralwand des Nucleus preopticus, 

bier biegen sie aber gerade um und zieben denselben Weg zuruck ’’ 

If tbe fact is constant in teleosts that the nucleus preopticus is directly 
related with the optic bundle, it is worthy of investigation. 

(ii) Although I perceived many more fibers arising from the nucleus 
entopeduncularis, nucleus intermedius, etc., I was unable to trace their 
ultimate ending in the present study. 



Text-fig. 3.3. Horizontal scheme of the rliencephalic connecting fibers. 

III. GENERAL REMARKS. 

The teleostean brains have been studied already by many neuro- 
logists, especially by L. Edingbr (’88, ’92), L. Stieda (’68, ’73), C. 
L. Herrick (’91, ’92), B. Haller (’98), E. H. Catois (’02), K. 
Goldstein (’05), A. Kappers (’06, ’07, ’12), J. B. Johnstqn (’ll), 
R. E. Sheldon (’08, ’09, ’12) and N. Holmgren (’18, ’20), using 
many different species of teleosts, such as Anguilla^ Barbus, Cyprinus^ 
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Gadus, Lophius, Pleuronectus, Salmo^ Sirulus, Thynus, etc. 

As I have already stated, so far as the nuclei and fiber tracts of 
the cerebrum are concerned, Carassius auratus (L.) closely resembles 
the carp, and unless otherwise noted the statement made by Sheldon 
may be taken as also applicable to Carassius auratus (L.). In the 
following, I have enumerated some more or less noticeable differences 
found in Carassius auratus from the carp. 

(1) In Carassius auratus (L.), the fissures which run above the cerebral 
hemispheres are not so distinct as in carp. 

(2) The differentiation of the nucleus pyriform is and the nucleus 
olfactorius lateralis is more difficult in Carassius auratus (L.) than in 
carp. 

(3) At the rostral portion of the basal lobe, the tractus olfactorius 
lateralis is faintly differentiated as compared with carp. 

(4) The most medial part (pars medialis?) of the tractus olfactorius 
lateralis' probably decussates in the anterior commissure, while Gold- 
stein notes the decussation and Sheldon the non-decussation in the 
carp. 

(5) At the rostral end of the basal lobe, there is no distinction 
between the tractus olfactorius ascendens and the tractus olfactorius 
medialis pars lateralis within the tractus olfactorius medialis, as is 
shown in carp. 

(6) The fibers of the tractus olfactorius medialis pars lateralis do not 
end in the nucleus olfactorius dorsalis. 

(7) Some fibers of the commissura olfactoria interbulbaris end into 
the nucleus medialis and pars commissuralis of the corpus precom- 
missurale without decussation. 

(8) Almost all of the fibers of the commissura olfactoria internuclearis 
are composed of medullated fibers. 

(9) In regard to the fasciculus medialis hemisphaerii, only the two 
tracts, tractus hypothalamo-olfactorius medialis and tractus olfacto- 
thalamicus medialis, are traced. 

(10) The fibers of the tractus olfacto-thalamicus medialis, slightly 
caudal to the anterior commissure, do not appear to increase in size. 

(11) The tractus olfacto-hypothalamicus lateralis is not so distinct as 
in carp. 

(12) The fibers of the tractus strio-thalamicus end in a smaller area 
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of the hypothalamus than in carp. 

(13) The fibers of the tractus teniae are distinctly more medullated 
than those of carp. 

The writer wishes here to express his deep graditude to Prof. S. 
Hatai for his helpful direction, and to Prof. S. HozAVVA who did 
much to aid in the course of the work. 
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EXPLANATION OF FIGURES. 

Photomicrographs wen* taken from preparations made by the toluidm lilue 
method, and show the arrangement of nuclei of the cerebrum. 

Pl^ATE XX 

Fig. 1. Dorsal aspect of the bruin of Carasstus auratus (L.). (x2'. 

Fig. 2. Transection through the rostral portion of the cerebrum 'I'he le\f‘l is 
the same as that of text-fig. 14. (x30). 

Fig. 3. Transection through the slightly rostral portion of the anterioi (orn- 
missure of the cerebrum. (x30). 

Fig 1. Transection through the anterior portion of the anteiior lommissinc of 
the cerebrum. (x30). 


PLATE XXI 

Fig. 5. Transection through the posterior portion of the anterior commissure 
of the cerebrum. (x30). 

Fig. 6. Transection at the level of the recessiis preopt icus of the cerebrum 
(X30). 

bu. bulbus olfactorius. 
tr. tractus olfactorius. 
cb. cerebrum. 
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zb. mesencephalon* 
cr. cerebellum, 
vg. lobus vagus, 
sp. medulla spinalis. 

a. nucleus olfactorius dorsalis fprimordium hippocampi of .Shkldon). 

b. palaeostriatum. 

cm. nucleus medianus of corpus precommissurale. 

d. nucleus olfactorius lateralis, 
vm. ventriculus medialis. 

tm. tractus olfactorius medialis. 

e. nucleus teniae. 

ср. pars supracommissuralis of corpus precommi^surale. 

сс. pars commissuralis of corpus precommissuralo. 

f. nucleus commissural i.s lateralis, 
no. nervus opticus. 

ac. commissura anterior. 

ci. nucleus intermedius of corpus precommissuralo. 

g. nucleus entopeduncularis. 

fl. fasciculus lateralis hcmisphaerii. 
hp, nucleus parvocellularis strati grisei. 
hm. nucleus magnocellularis strati grisei. 
rp. recessus preopticus. 







Sci. Rep., Tohoku Imp. Univ., Scr. IV, Vol. IV, PI. XXI. 



H. Tuck: Fiber tracts of the cerebrum of Carassius auratus (L.). 





Reactions to Centrifugal Force in the Holothurian, 
Caudina chilmsis (J. MOller).^) 

By 

Toshihiko Yamanouchi. 

(Zoological Laboratory, College of Science, Ky6to Imperial Univei-sit^.) 

I. INTRODUCnON. 

The reactions of Echinoderms to gravitational force are a long- 
established problem in animal Behaviorism since the observation of 
Romanes (1885) on the righting reaction of a starfish and the experi- 
ment of Loeb (1891) in the geotropism of Cucurnaria. Yet the 
receptive mechanism for gravitational force remains unsolved in many 
animals up to the present day, except for the cases of animals which 
posses statocysts. Several factors affecting the righting reaction were 
found and interpreted in detail recently by Pakkek (1922), Wolf 
(1925) and by Frankel (1928) ; however, the true receptor in the 
righting reaction is yet obscure. 

As for geotropism, the problem remains unsolved. In three marine 
animals {Arenicola, Branchiomma, Convoluta)^ v. Buddenbrock (1912, 
1913, 1924 p. 106) proved experimentally, by extirpation of it, that 
it is really a statocyst which initiates the gcotropic response. But 
geostropism (or geotoxis) and righting reaction are known in animals 
possessing no statocysts. It is, moreover, a highly intere^sting fact 
that an isolated portion of the body can respond to gravitation as 
first observed in the righting reaction of starfish by Romanes (1885) 
and later confirmed by Wolf (1925), and in Ophioderma by Mangoij) 
(1909), secondly in the case of negative geotropism in Asterias and 
Panceri by Mangold (1909) and in the tail of Caudina by Yama- 
nouchi (1929, Table 8). 

Loeb (1891) first used the centrifugal machine for the study of 
the negative geotropism in Cucurnaria, Recently, Frankel (1927 a, 

DA Contribution from the Marine Biological Station, Asamushi, Aomori-Ken. 



522 


T. VAMANOUCHl 


b) proved the negative geotropism in Littorina and Solen by the use 
of a turn-table. 

In Caudina cMlemis, the positive geotropism of the anterior por- 
tion of the trunk (Yamanouchi 1926) and the negative gi'otropism 
of the tail (Yamanouchi 1929) were investigated in detail. In the 
present investigation these abov<‘ mentioned tropisms are experimentally 
prov('d by the use of a turn-table, as adopted by Fuankel in the 
study of Snlm (FrankeL 1927 b). 

The investigations were carried on in the Laboratory of the Asamushi 
Marine Biological Station in September 1928. I desin* to express my 
sinc(Te thanks to Prof. Hatai for his kind guidance and encouragement 
and also to Assist. Prof. Kokubo and Assist. Tamura for their warm 
friendship during my stay at Asamushi. 


11. METHOD. 

'I'he <*entrifugal machine used in this experiment is shown in Fig. 
1, with its dimensions. The rotating disk consists of a shallow circular 
metal ves.sel as an electro-phorus filled with a mixture of beeswax and 
paraffine. The lower flat end of the axis is laid on a stei^l ball for 
th(‘ f)urpos(' c)f minimizing friction and of making the pivot withstand 
heavy weight. (I thank my friend Mr. Tslichiya for his kind advice 
in constructing this appanitus). 

'fhe turn-table was driven by an a. c. motor of 1/12 H. P. using 
the lighting circuit. The rotating velocity was measured accuratc'ly 
either by eye or by a trochometer. 

The large glass jar was 28cms. in its inner diameter and 23cms. 
in height. This was laid on the turn-table and was filled with a 
layer of fine sand 10 cms. deep, which was brought from the dwelling 
place of Caudina, and with sea water up to a depth of 3 cms. over 
the sand. 

In the .sand of this jar, the animal was imbedded at a position 
10-12.5 cms. away from the center and a few cms. above the bottom, in 
such a manner that the longitudinal main axis of the body was placed 
parallel both to the bottom and to the glass wall of the jar (Fig. 1, 
2). The glass jar containing the animal was rotated, and the responses 
of the tail and the trunk were observed after the rotation. The 
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duration of rotation was 
in most cases 15 minutes, 
and in a few cases 20 
minutes. The isolated tail 
was also fixed with a pin 
to the wax of the turn 
table at various distances 
from the center, and was 
made to revolve. 

Caudina used in this 
experiment were all adult 
individuals in their ap- 
pearance. "J'hey wtTe col- 
lected with great care in 
the day time and were 
preserved in the sand of 
an a(|uarium up to the 
time of the experiment, 
which was carried on dur- 
ing the night of the same 
<lay. 



I HiJ 11 I.J i u m > I 
0 to 20rm^. 

1. Tho turn tat)lp, on which a ^la^s 
jar is laid. 

a. Caudina, imbedded in the sand 
w. Mixture of beeswax and parafhne. 
h. Steel ball. 


III. REACTION. 

a) The intact animal. As a preliminaiy experiment, the animal 
was imbedded in the sand of glass jar in various positions, and the 
responses were observed after the rotation, and it finally proved to 
be most statisfactory for the animal to be imbedded in such a manner 
as is shown in a and a' of Fig. 2. As soon as the turn-table had 
come to rest after the rotation of from 15 to 20 minutes, the sand 
was carefully dug out and the position of the end of the tail and 
the form of the anterior portion of the trunk were confirmed. 

In general, the anterior part bends in an outward direction from 
the center of rotation and more or less downward (b, b' in Fig. 2). 
The amount of its reaction was much less than that of the tail. The 
tail usually responded in the same manner as the trunk, but in the 
opposite direction. After > the rotation, the tip end was found in a 
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more upper and more inner position than the initial situation (b, b' 
in Fig. 2). Sometimes, the tip end emerged on the surface of the 



Fik> 2. Respons<rs of the animal to centrifugal force, a-a^ and 
b-h' are respectively the situations of Caudnta before and after the 
rotation, a and b are horizontal views, a^ and are elevations, u 
is a glass wall of the jar. 

sand after the rotation. These facts indicate without doubt that the 
tail reacted negativegcotropically to both the gravitation and the 
centrifugal force. 

The results of experiments are shown in Table 1. The direction 
of the animal in the revolution seems to be of no consequence 
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Table 1. 

Reactions to centrifugal force. 

The anterior part of the trunk bends outward and the tail bends 
inward. The duration of rotation was 15 minutes. Kxpenment made 
in September 1928. 

ty temperature of the room in °C. 

No, number of specimen. 

d, distance of animal from the rotating axis in cms. 
n, number of rotations per minute. 



! 


1 

1 

Distance res|M^nded, in cms. 

Direttion of 


No. 

d. 

n. 

Anterior part 
of the trunk 
(outward) 

lip end of 
the tail 
(inwaid) 

the revolution 
of animal 

2:? 

29 

11 

100 


6 

anterior 



12.6 

l.-io 

— 

«> 

M 


;]7 

t$ 

116 

outward 

2.6 

»» 


40 

12 

120 

outward 

4 

fl 


41 


117 

outward 

6 



42 

12.6 

ll.n 

— 

no reaction 

1. 

21.6 

44 

10 

120 

- 

o 



46 

12,6 

116 

outward 

O’l 

II 


47 

II 

I* 

— 

no reaction 



4H 

II 

I » 


no reaction 

99 


49 

II 

II 

- 

»> 

posterior 


60 

II 

,, 

— 

no reaction 

fl 


61 

” 

120 

— 

0-1 

II 


62 

1 

1 

i ” 

If 

outw’ard 

no reaction 

I. 

j 

64 


126 

- 

no reaction 

99 


56 

11 

1 ' 

If 

outward 

1 

• f 


69 

11.6 


outward 

0-1 

>1 


67 

11 

If 

outward 

no reaction 

99 


68 

12.6 

„ 

no reaction 

no reaction 

99 


69 

II 

120 

no reaction 

1 

99 


90 

II 

ff 

— 

1 

99 

22 

91 

fi 

81 

-- 

1.6 

99 


92 

I* 

ff 

— 

1 

ant. 


on 


78 

outward 

1 1 

post 


94 

,, 

f 1 

outward 

t> 

1 ant. 


96 

10 

102 


no reaction 

post. 


09 

If 

If 

— 

1 

ant. 
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Distance responded, in cms. 

Direction of 

Date 

L 

No. 

d. 

n. 

Anterior part 
of the trunk 
(outward > 

Tip end of 
the tail 
(inward) 

the revolution 
of animal 



67 

12.5 

100 

— 

1 

post. 



68 

.. 

• t 

— 

no reaction 

ant. 



60 


n.n 

— 

» 

post. 



70 


• > 

— 

6 

ant. 



71 


120 

outward 

no reaction 

post. 


i 

72 j 

»• 

»» 

— 

1.5 

ant. 



7 :\* 

11 

104 

— 

5 

post. 


1 

74 * 

10 


— 

.T 

ant. 

10 

22 

75^^ 

12.5 

102 

outward 

1 

post. 



76^^ 



no reaction 

no reaction 



2;i 

04 

10 

107 

no reaction 

7.5 

ant. 



07 

»» 

iia 


a 



*The duration of rotation was 20 minutes. 


(compare the last three colomns in Table 1). 

The anterior end of the trunk is the most receptive portion for 
mechanical stimuli, especially when the whole body of the animal is 

Table 2. 

Arranged from Table 1. 



Distance reacted, 
in cms- 

Number of 
cases 

Reaction 

Anterior part 
of the trunk 

0 

4 


no reaction cases 

outward 

12 


reactive cases 


0 

12 

no reaction cases 


0-1 


slightly reactive cases 


1 

8 



Tip end of 

1.5 

2 



the tail 

2 

3 




2.5 

1 




2 1 

4 


[24 reactive cases 


4 

1 




5 

3 




^ 1 

1 




7.5 1 

. 

1 
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disturbed (Yamanouchi 1929 p. 82). So it often happt'ned that the 
anterior part had retracted when I dug out the sand to ascertain the 
reaction of that part. Such doubtful cases were omitted in Table 1. 

Summerizing the result shown in Table 1, Table 2 was formed. 
From Table 2, it is clear that both ends of the body of Caudina 
responded to centrifugal force as well as it had reacted to gravitation 
(Yamanouchi 1926, 1929). 

b) The animal without nerve ring. The anterior-most portion of 
the body, which includes the nerve ring, was destroyed either by hot 
sea water (it was reported by me in 1929 that Caudina loses vitality 
at a temperature above 39"C.) or by amputation of that portion. It 
is needless to say that the anterior part thus treated showed no sign 

Table 3. 

Animals without nerve ring. 

A. About one centimeter of the anterior end of the body was immersed 
in hot sea water and was coagulated. 

B. The same portion was tightened firmly I)y a silk-thread and the 
anterior part was cut off. 

The duration of rotation was 15 minutes. Distance of th<‘ animal 
from the rotating axis was ll.hcms. 


i 

Date 

t. 

No. 

Number of rotations, 
per minute 

Reaction of the tail 


10 

2i> 

78 

107 

2 ems inward 




70 

107 

2cms inward 




83 

107 

2.5 ems inward 

A 



84 

107 

2cm‘» inwaid 




92 

107 

no reaction 




93 

107 

3.5 ems inward 




96 

113 

no reaction 


10 i 

22 

80 

107 

4 ems inward 




81 

107 

7 ems inward 




80 

104 

1 . 5 ems inward 

B 



87 

104 

4 ems inward 




89 

106 

2.5 ems inward 


i 


90 

106 

6 ems inward 




96 

113 

3 ems inward 
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of response to centrifugal force. The tail of Caudina, whose nerve 
ring had been removed, was able to respond just as well as in the 
intact animal (Tabi.ks 2, 4). 


Tabi.e 4. 

Arranged from Tablk 3. 


Distance reacted. 

Number of 

Reaction 

in cms. 

cases 


(. 

o 

no reaction cases 

1.5 

1 


o 

.3 


‘In 



.3.5 

1 

1 

li? reactive cases 

4 

• > 


0 1 

1 


7 

1 



c) Experiments for control. During the rotation, the surface of 
sea water and the sand become conical in form. When the rotation 
ceasi's, th<' sand does not assume the initial appearance, bul the* surface 
of it is high(T to some extent along the margin than in the central 
part. In such a case, the movement of sand particles to the center 
of rotation is as follows : 

(1) When the turn-table is set in motion, they migrate outward, 

(2) they nmiain at a definite distance from the center, when the 
rotation becomes uniform (ordinarily after a few seconds), 

(3) and they migrate inward, when the rotation becomes slow and 
ceases. 

As the movement of the sand particles is not nwersible, judging from 
the surface of the sand after the rotation, they arc driven somewhat 
outward by the rotation of 15-20 minutes interval. 

So it is reasonably considered that the body of the animal makes, 
as a whole, an outward translation motion by the rotation. Next, the 
turn-table made perfectly smooth rotations when it was not loaded, 
but in the case when it was loaded with the heavy jar, it vibrated 
considerably because of the ununiform distribution of the weight along 
the rotating axis. It is also suspected that the trunk and the tail 
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would be differently affected directly by sand particles. The above stated 
conditions, however, seem in no way to interfere with the experimental 
results, for the following experiments for control prove it (Table 5). 

Table 5. 

Animals killed by hot sea water. 

In any case, there was no ehange of the form, nor of the position 
in the body of the dead animals. 


Date 

t. 

No. 

Number of rotations, 

Temperature in C at 
which the animal was 




per minute 

killed. 

(> 

‘J.‘l 

.no 

no 

00 



:n 

140 

40 



.‘14 1 

i.no 

7.‘» 



:u’i 

ns-ino 

51 



ns 

117 

00 



.‘10 

i;m) 

5S 



A?* 

100 

70 

« 

21.5 

40 

115 

57 

10 

22 

S5 

107 

55 



8S 

104 

5S 



<)1 

100 

52 


• 'Fhe heat coagulation of the body wall of Caudiiia is obst'rved by 
Tao (1927) and Yamanouciii (1929). When the animal is immersed 
in hot sea water, the hardness of the body wall is dependent upon 
the temperature of water. At high temperatures (above 5r)-(i(r(\) 
the body wall becomes hard and stiff due to the heat coagulation of 
the tegument (Tao, 1927 p. 272) ; at considerably low temperatures 
(between 40 and 55‘'C.) it is soft. Vaiying the temperature of sea 
water, we have different degrees of hardness of the body wall. 

Such a dead animal was imbedded in the sand as in the ordinary 
case. The only difference was the position of the tail, the (md of 
which was raised about 2 to 3 centimetres from the horizontal position 
of the trunk. There was exhibited no sign of transposition in any 
part of the body, nor any change of the body form by th(* rotation 
of 15 minutes interval. A gummi-tubing which had 3.5 mms. outer 
diameter was placed in the sand at the same position where Caudina 
had been imbedded, and was rotated just the same as in th<^ ordinary 
experiments ; after a rotation of 15 minutes, no remarkable transposition 
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of the above tubing was found. Such a result was, also, obtained 
in a case when the same was tried with a small pencil. 

It is, therefore, natural to consider that the reactions shown in 
Tables 1 , 2, 3 and 4 are true responses of Caudina to external 
forces and not the result of passively and mechanically driven motions. 

d) The isolated tail. Thi‘ basal part of the isolated tail was 
fastened to a lead block and this was imbedded in the jar. After 
the rotation, the isolated tail remained in contraction and remarkable 
changes were not obstTved at all. 

The isolated tail was, also, fastened on the wax (w in Fig. 2) of 
the rotating disk by a pin. 'Fhe turn-table was rotated in the air. 
Several expe^riments (using 13 isolated tails) were tried at various 
intervals (from 30 seconds to 5 minutes) and at various velocities 
(from 60 to 207 rotations pc'i* minulcO. Throughout the experiments 
the tails remained always in tonic contraction. 'Fhe remaining part 
of th<* tail, except the pinned part, was either in most cases directed 
outward from the rotating axis, or in a fewer cases remain(‘d in severe 
contraction showing no outwardly directed bending. 

Non-r('activeness of the isolated tail in the rotating (‘xperiments 
seems to be due (o the severely shortened state of the muscles and 
to the other unnatural conditions (for instance, the pinning of the 
basal part). 


IV. REMARKS. 

Lokb (1891, p. 181) tried a rotating experim^mt with Cucumaria 
cucumis, but he could obtain no result, for the animal remained 
motionless during the rotation. Such was also true of Caudina, when 
it was 1 ‘otated in sea water. In these cases there is no means to 
detect the reactions, for the centrifugal force disappears when the 
rotation ceases. In such animals as Littorina, Solen and Caudina, 
the responses remain without mu<'h alternation after the rotation. 

In this and Frankkl’s experiments (1927 b, p. 205), the magnitude 
of reactions were measured after the turn-table had stood still, so it 
must be remembered that the magnitude measured is to some extent 
relative to the state of sand particles. In Frankel’s data (1927 b, 
p. 208) and in this (Tables 1, 3) there is considerable number of 
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no reaction cases. The cause of this occurrence will, in part, be 
attributed to the change of the experimental conditions from the 
natural. Frankel well said that — die Giiltigkeit des Resultantgeselzes 
wenigstens qualitativt' erweisen ist (1927 b, p. 208). The same is true 
in this investigation. 


V. SUMMARY. 

1. When Caudina is imbedded in sand and is lotated, it responds 
to centrifugal force in such a manner that the anteriormost part of 
the trunk reacts in a positive gtH)tropic sen.se and the tail in a negative 
geotropic sense (Tables 1, 2). 

2. Kven when the anterior part of thf'- body including the nerve 
ring is destroyed either by heat or by amputation of the part, the 
tail reacts to the centrifugal force just as the intact animal will 
(Tabi.f.s 3, 1). 
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Fossile Koniferenholzer aus Sendai-Tertiar. 1. 


Von 

Masahiko Takamatsu. 

(Biologischt’b Instilut der Kaiserlichen 'IVihoku llnivcrsitat, Sendai). 

Tertiare Braunkohlenla^fer sind in der Nahe von Sendai vveit ver- 
breitet, und die Anzahl der Orte, wo sich stark gepresste Fossilholzer 
reichlich bilden, ist sehr gross. Sie dienen hanptsachlich zu Feuorungs- 
zvvecken, und nur wenige, wohlerhalteno warden zu Holzscbnitzarbeitc'ii 
verwandt. Die in der Braunkohle erhaltenen Hblzer scheinen mir 
vielen Arten anzugehbren. Aber die botaniscbe Unlersuchung dieser 
Fossilblocke ist bisher noch sehr diirftig. Nur iiber eine einzig(' Art, 
Sequoioxylon miyagiense, wurde vor kurzem von Fraulein Yasui 
bericbtet. 

In vorliegender Mitteilung sollen einige bc'stiinmbare Fossilholz- 
Arten aus diesem Gebiet beschrieben werden. 

Die Untersuchung wurde unter Leitung von Herrn Prof. Dr. 
M. Tahaka ausgefiihrt. Ich sproche ihm auch bier meinen herzlichst(‘n 
Dank fiir seine freundliche Fiihrung und Kritik aus. Ausserdcm bin 
ich auch den Herren S. Kndo und K. Ohaha zu grossem Dank 
verpflichtet, die bei der Bcstimmung einiger Arten mir ihren wertvollen 
Rat erteilt haben. 

1. Taxodioxylon sequoianum (Mkrcki..) 

ScHMAi.H. erw. floi'H. em. 

Die von mir untersuchten Braunkohlenhiilzer wurden in der Nalie 
der Otamaya-Briicke gesammelt. Du* Fossilien sind ausserst gut er* 
halten. I’ext-Fig. 1 gibt den Fundort wied«T ; die inmitten der sclmel- 
len Strbmung slehendcn zwei grossen Bliicke sind Uberreste stehender 
fossiler Koniferen-Stamme, und sie sollen bier behandelt werden. Es 
ist wahrscheinlich, dass sie seinerzeit dort gewachsen sind. Diese 
schwarz-braunen Bliicke sind von der gbn ben Art und sind je I und 
1,3 m im Durchmesscr. Das obere Ende der Stamme ist durch das 
strbmende Wasser weggeri-ssen worden. 
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Querschnitt. Spatholz/onc schmal, nur 2-5 Zellreihen dick, jede 
Zolle sehr dickwandig, tangential sich erstreckend. Die Zellcn in der 



Textfij?. 1. Taxodioxylon setjiwtanum Goth, im Fundorte. 


Fliihhoizzono vveitiumig, radiaManglich oder ganz viereckig (Text-Fig. 
2). Ub<‘rgang vom Friihholz zum Spatholz in eineni Jahresringe sehr 
pldtzlich. Traumatische Harzgange haufig, stets sich ans Spatholz 
anschliessend. Die diese Harzgange umgebende innerste Zellschicht 
besteht aus Parenchymzellen mit augenfbrmigen Poren, und diese 
Zellschicht ist wieder von ciner oder einigen Querwandc* besitzenden 
Tracheidenschichten umgeben (Taf. XXII, Fig. 1). Markstrahlen gerad- 
linig. Markstrahlen-Abstand 3-7 Tracheiden. Horizontalwande der 
Markstrahlen mit runden oder elliptischen Epiporen. Harzparenchym 
mit dunkel-braunen Substanzen, uberall zerstreut, besonders im Spatholz 
reichlich. 

Radialschnitt, Im Spatholz Tracheiden mit wenigen kleinen runden 
Tiipfeln mit schief-spaltfdmigen Poren, dagegen im Friihholz die 
Tiipfel in den Tracheiden zahlreich, grosser, rund oder elliptisch mit 
runden oder elliptischen Poren ; die Tiipfel ein- oder zweireihig (Taf. 
XXII, Fig. 2) und seltcn, 3-4 reihig, bfters ein wenig alternierend. 
SANiosche Streifen deutlich. Die Enden der Tracheidenwande in 
Radialrichtung schwach gekriimmt. Querwande des Harzparenchyms 
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diinn und glatt. Iloftiipfel auf den Seitonwanden der Markstrahlzellen 
opiporahnlich, sehmal behrjft, im Friihholz horizontal, aber im Sp’atholz 
etwas schrag, also echt taxodioid (Taf. XXII, Fig. 3 u. I), in den 
mittlcTen Zelb'n ein- und in den Randzell(‘n zweireihig ; die Zahl 
der Tiipfel im Kreuzungsfeld 1~4 (s(‘lten 5) in d(‘n mittleren Zellen, 
aber '1“7 (selten 8) in den Randzellen ; Tangentialwiinde diinn, glatt. 



2. Taxodioxylon srquoianurn Com. 
CJuorschnitt Hrs Hol/es mit traumatise hrn Hai/.K^nKt*. x 101). 


senkreeht, schief oder schwach gewiilbt ; Horizontalwandi' ziemlieh 
dirk, mit kleinen rundrn oder elliptisrhen Epiportm. (Text-Fig. 3, A). 

Tangentialschnitt, Markstrahlen meistens einreihig, selten in ihrtm 
mittleren Partieen zweireihig, in 2-20 Stockvverken (meisUms 2-3, 
ausserst selten 42) ; Die Zellen, weitlumig, rund oder elliptiseh, diinn- 
wandig. Tangcmtiale Iloftiipfel, in den Trarheiden im Friihholz verein- 
zelt, rund, ziemlich gross (Text-Fig. 3, R), im Spatholz zahlnoch, 
klein, rund mit winzigen gekreuzUm oder schrag laufendtMi Poren, ein- 
und nur sehr selten zweireihig (Taf. XXII, Fig. 5). Ilar/parenrhym 
kurzzellig, Querwiinde glatt ; tangentiale d ilpfel im Friihholz elliptiseh 
mit schrag-elliptischen Poren. Querwand(‘ besU/tmde Trachekh'ti nicht 
selten sich unmittc'lbar ans Spatholz anschliesscmd, mit runden oder 
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ellii)tischen Hoftiipfeln auf den Radial-, Tangential- und Horizontal- 
wiinden (Taf. XXIT, Fig. 6). 



A B 

Tuxodwxylon sequoiunurn (jOTII 
A) Kadialschnitt dcs llolzes K). 

1^) Taii^rntialsi-hnitt dos Fiiihhol/(*s. 50. 



Dio obige Besohroibung slimmt mil der originalon von Taxodioxylon 
sequoiamim (Mkkckl.) Schmalh. ervv. Goni. (*m. sobr gut iibi*rein. 
Dio Zugohdrigkeit moines Matorials zii dio^-er S|)(v.i(*s kann also nicht 
bezvvoifelt werdon. Das Vorkommtni von Taxodioxqhm sequoianum 
in Japan vvurde zutTst 1926 von Ohaka borichtot. Seine Besohroibung 
der Struktur dcs Holzes woioht aber in oinom oinzigen Punkt vom 
d('r originalon von Gothan ab. In Ohaha’s Material kommt n'amlioh 
die ouprossoid-taxodioido Markstrahlontiipfolung allgemoin vor. Diese 
Abweichung diirftc aber darauf beruhen, dass sein Mat(‘rial von eine^m 
Zweig abstammte. 

1917 beschriob Yasui ein Koniforenfossil von Japan, mit Namon 
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Sequoioxylon hcmdoense Yasui. Dio Struktur dieses Fossils hat Ahn- 
lichkeit mit dor des unsrigen. Aber durch die 7W(*ireihige Anordnung 
der Markstrahlentupfel und die Abwesenheit der Tijpfelung in den 
Horizontalwandcm der Markslrahlenzollen un(ei>(!heidet es sieh deutlieh 
vom unsrigen. 

Erst kiirzlich hat Yasui eino ausgc'dehnte Arbeit iibt r die Struktur 
der japanisehen Fossilholzer publiziert. Dort finden vvir eino neue 
Species Sequoioxylon miyafd(’nse Yasui. Ihre Heschreibung dies(‘s 
Koniferenfossils stinimt mit der unsrigen im grossen und gan/en gut 
iiberein. Betreffs der Tangentialtiipfolung der Tracheiden schreibt sie 
aber Folgendos : „ In the spring wood they (bordered pits) are found 

in the radial wall only.” Also nach ihr scheincMi bei ihrem Material 
die Tangentialtiipfel ganz auf das Spatholz beschrankt zu sein. Aber 
bei unserem Fossil kommen sie, wie oben erwahnt, auch beim Friihholz 
nicht so selten vor. 

2. Taxodioxylon ishikuraense sp. nov. 

Dieses Fossilholz, ein aus der Ishikura-Grube stammendes, grosseres 
Rruchstiick, riihrt wahrscheinlich von einem riesigen Stamm her. Es 
zeigt dunkel-braune Oberflacho und ist etwa 10 cm dick und 20 cm 
breit. Da die Erhaltung etw^as schlecht ist, sind die Jahresringe mit 
freiem Auge nur undeutlich ('rkennbar. 

Querschnitt. Unter dem Mikroskop Jahresring deutlieh, UbtTgang 
aus Friihholz zu Spatholz allmahlich (Taf. XXlll, Fig. 1). Tracheiden 
ziemlich zerbrochen, im Friihholz griisser, diinnwandig, radiaManglich, 
oder ganz viereckig, dagegen im Spiitholz dickwandig, tangential 
liinglich. l^irenchymzellen zerstreut, besonderes im Sjmtholz zahlreich, 
s('hr selten in 'rangentialrichtung angeordnel. 

Traumatische Harzgiinge oft nur mitten irn Friihholz vorkommend, 
stets tangential einreihig. Die diese Cange umgebtmden Partieen des 
Friihholzes stets gut <*rhalten, zahlreich im Harzpan*nchym (IVxt-Fig. 
4). Die Markstrahk’ivAbstande (*twa 3 15 Tracheiden, und die Langen 
der Markstrahlenzellen 3~7 4Vach(Mden- 

Radialschnitt. Inmitten des Friihhol/es senkrechte, traumatische 
Harzgiinge. Iloftiipfel auf den Tracheidenwaiukm g(‘wcihnilch 12 
reihig oder zerstreut, moistens rund, selten elliptisch, im Friihholz die 
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Poren schmal, schief, (ifters gokrt‘Uzt, nuinchmal durch die aussersten 
Hander dor Tiipfel /(‘rrissen (Taf. XXIII, Fig. 5), im Spatholz die 
Poren spaltfiirmig, schief, dfters gekieuzt, stark zerrissen. Markstrahlen 
fast geradlinig ; die Horizontal vvande ziemlich dick, mit etwas elliptischen 
Epiporen ; Tangentialwandc' diinn, glatt, stehend, schrag oder etwas 
gekriimml, nicht zerrissen; die Hoftiipfel auf den Seitenwandcn ellip- 
tiseh, horizontal oder schrag orientuTl, iin Friihholz weit lensfdnnig, 
di(i Poren horizontal, schwach behiift (laxodioid) (Taf. XXIII, Fig. 6), 
im Spatholz die Poren schrag, spaltfiirmig, mit breiten I lofen (cupres- 
soid) ; im Kreuzungsfeld meistens 2-4 (schr selten 5), in den Randzellen 
die Tiipfel oft horizontal, zweireihig. 



TextfiK. i- Taxodioxylon ishikuracnsv sp. nov. 
QiuMsdinitt (Ifs Hol/cs nut traumatischen Hur/^^anKf*. >^70. 


Tanf^nitialschnitt, 'ragtmtialhoftiipfel im Friihholz fehlend, aber 
im Spatholz zerstreut, klein, rund; Markstrahlenzellen, langlich-elliptisch, 
gewbhnlich in 2-13 Stockwerken (Taf. XXIII, Fig. 2) ; Querwande 
der Parenchymzellen gc'wiihnlich schwach, sehr selten stark verdickt, 
ab(»r glatt, nicht getiipfelt. 

Nach obiger Heschreibung ist der liau unseres Fossils in vielen 
Punkten dem der lebenden Sequoia giganlea Tour, schr ahnlich. Aber 
nach Penhallow ist der IJbergang aus dem Friihholz zum Spatholz 
b(4 .S\ gigautea gewiihnlich sehr pKitzlich, und im Tangentialschnitt 
sind die Markstrahlenzt'llen weitlumig, rund oder elliptisch, und ferner 
sind die Markstrahlcntiipfel ausschliesslich taxodioid. Solche Bildungen 
finden sich bei unserem Fossil nic. 
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Die Tracheiden unsers Fossils haben keine spirale Verdickungen. 
Es hat also nichts zu thun mit der Struktur von Taxxis. Aber die 
Gestaltung der Markstrahlen hat eine grosse Ahnlichkeit mit der dieser 
Gattung. 

Cupressinoxylon wellingtonioides Krausei., das aus Schlesiens Ter- 
tiar in Deutschland stammt, zeigt mit unserem MatcTial sehi‘ nahe 
Verwandtschaft. Nach Krausel hat diese Art s(ihr nahe Beziehungen 
zu Sequoia gigantea 'foRR. Aber nacdi d(*r Besclirc‘ibung von C. 
tvellingtonioides sind die MarkstrahlentiipFel nur echt cupressoid und 
auf dem Kreuzungsfeld in der Regel nur ein oder zwei, sehr sclten 
drei. Dieser Aufbau zeigt deutliche Unterschiede zu unsenmi Material. 

Diagnose. Traurnatische Harzgange nur inmitten Friihholz vorkoin- 
mend, SANiosche Streifen undeutlich, die Tiipfelporen auf d('n radiaUm 
Tracheidenwanden gekreuzt oder schrag, Ubergang aus Fi iihholz zu 
Spatholz ziemlich allmahlich, Markstrahlenbreite sehr schmal, die Zellen 
tangential-elliptisch, Tiipfelung auf den Soitenwanden der MarkstrahbMi 
im Spatholz cupressoid und im Friihholz taxodioid, Qut'rwande d('s 
Harzparenchyms meistens glatt, selten schwach verdickt. 

3. Cupressinoxylon Thujopsoides s[). nov. 

Diese aus der Saiki-Grube gewonnene Fossilholz ist zum grossen 
Teil gut erhalten. Das Bruchstiick ist 12 cm irn Durchmesser und 
zeigt eine schwarz-braune Oberflache. Die Jahresringe sind mit frt'k'm 
Auge nur undeutlich sichtbar und ziemlich breit, was auf den Stamm 
schliessen lasst. 

Querschnitt. Jahresringe deutlich, einige Friihhdlzer schwach ge- 
driickt, Ubergang vom FrUhholz zum Spatholz sehr allmahlich (Taf. 
XX1V» Fig. 1). Tracheiden etwas gebrochen ; im Friihholz ziemlich 
diinnwandig und gross, viereckig ; im Spatholz haufig rund oder etwas 
tangentiaUanglich, sehr dickwandig. Ilarzparenchym nicht zahlreich, 
zerstreut, aber im Spatholz stellenweise in Tangentialreihe unregel- 
massig angeordnet. Markstrahlen-Abstande 1-15 Tracheiden. Mark- 
strahlenzellen 2-5 Tracheiden lang, meistens hai'zhaltig. 

Radialschnitt. Hoftiipfel der Tracheiden einreihig, meistens rund, 
in der Breitc zwei Drittel der Tracheiden, im Friihholz die Poren 
lensfdrmig, horizontal oder selten schief, im Spatholz Hoftiipfel klein, 
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rund, mit fast stehendcn, spaltformigen Poren (Taf. XXIV, Fig. 5). 
SANFOsche Streifen undeutlich. Markstrahlen fast geradlinig ; Tangen- 
tialwande senkrecht oder etwas schrag, diinn und glatt, nicht getupfelt ; 
Horizontalwande sehr dick, mit wcnigen Epiporon ; Hoftiipfel auf den 
Seitenwanden, rundlich-elliptisch, die Poren spaltformig, im Spatholz 
schrag und im Friihholz mehr horizontal, in den mittleren Zellen 
horizontal, oinreihig und in Randzellen haufig zweireihig, im Kreuzungs- 
feld 1-3 (meistens 2) in den mittleren Zellen, 2-4 in den Randzellen 
(Taf. XXIV, Fig. 4). 

Tangentialschnitt, Die Querwande des Harzparenchyms gewiihnlich 
diinn, glatt odor selten schwach verdiekt. Markstrahlen einreihig, in 
1-9 (gewiihnlich 2-6) Stockwerken (Taf. XXIV, Fig. 2), alle Zellen 
meistens rund oder ein wenig viereckig. Die langentialtupfel auf den 
Tracheidenwanden des Spatholzes rund, ziemlich gross, Poren schrag 
oder horizontal, lensfdrmig ('I'af. XXIV, Fig. 3). 

Wie oben erwahnt, sind die Markstrahlen dieses Holzes echt 
ciipressoid. Also ist das MattTial sicher eine Art Cupressinoxylon, 
Bei den lebenden Koniferen sind die cupressoide Markstrahlen besitz- 
enden Hiilzer ziemlich zahlreich. Aber unler ihnen zeigt Thujopsis 
dolabrala in vielen Punkten engste Beziehungen zu unserem Fossil. 
Indessen b('sitzt Th. dolabrata 1-5 Hoftiipfel im Kreuzungsfeld (Kank- 
HI HA, Fujioka) und die Poren der Hoftiipfel auf den radialen Wanden 
der Tracheiden sind meistens schrag und elliptisch. 

In Krauskls Monographic fossiler Koniferenhblzer findet man 
koine der lebenden Thujopsis dolabrata entspnchondt* Art. Aber 
Cupressinoxylon cupressoidcs Krauskj. und C. Golhani Krauskl zeigen 
mit unserem Fossil ziemlich nahe Vcrwandtschaft. Sie unterscheiden 
sich von dem unsrigen in folgenden Punkten. 

Bei C. cupressoides Krausei. sind die Hoftiipfel auf dem Kreuzungs- 
feld 1-2. Harzparenchymzellen reihen sich in Tangential bandern und 
die Hoftiipfel in den radialen Tracheiden sind sehr klein, etwa 1/3- 
1/4 der Tracheidenbreite. 

Bei C. Gothani sind die Querwande des Harzparenchyms dick und 
glatt. Die Markstrahlentiipfel sind kh;in, meistens 1-2 im Kreuzungs- 
feld. Tiipfel auf den Tangential wanden der Tracheiden fehlen oder 
sind h()chstens sehr sparlich zerstreut. 

Einige japan ische Arten von Cupressinoxylon wurden schon von 
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verschiedenen Forschern mitgeteilt, namlich Cupressoxylon konzojiense 
sp. prov. Yasui, C. Tvagahide^nse sp. prov. Yasui, Cupressinoxylon 
Podocarpoides Reis, C. sp. Ohara. Unter diescn Fossilicn zeigt 
Cupressoxylon naffakudeense ziemlich nahe Verwandtschaft, Aber bei 
dieser Art sind die SANioschen Balkan deutlich gestreift, und die 
Hoftiipfel auf den Markstrahlenseitenwanden sind gewohniirh in zwei 
Reihen angcordnet. Ferner entwickelt sich kein Tupfel auf den Mark- 
strahlenquerwanden. 

Diagnose. Ubergang aus Friihholz zum Spatholz si‘hr allmahlich, 
radiale Hoftiipfel im Friihholz zwei Drittel dor Tracheid(‘nbreite, die 
Poren meistens horizontal lensformig, SANioscho Streifen undeutlich, 
Hoftiipfel auf den Markstral-Seitenwanden c'cht cuppressoid, im Kreu- 
zungsfeld 1-3, Quorwande des Harzparenchyms gewohniich diinn und 
glatt, Tangentialtiipfel des Spatholzes ziemlich gross, die Poren horizon- 
tal, lensfiirmig. 

FIGLIRKNERKLARUNG Zll TAFKL XXII -XXIV 

Tah l XXII. Taxodioxylon seqwnanum, 'Mercki..) 

SrHMAF.H. erw. Goth. em. 

Fig. 1. (Juorsrhnitt dor traumatischen llarzgSngc, x35(). 

Fig. Z. Rarlialschniit des Frilhholzes, Tiipfelung an den 3 rarheidenonden, x 350. 

Fig. 3 Radialschnitt des Markstrahls mit taxodiuiden Poren, x35(). 

Fig. 1-. Radialschnitt des Markstrahls, etwas vergnissert, x(KK). 

Fig. 5. Tangcntialschnitt des Spatholzes init /ahlreichen Hoftiipfeln, x50. 

Fig. 0. Tangentialschnitt der C^uerwand hesitzenden Tracheiden, x 100. 

1'ai’m XXIII Taxodioxylon tshikuracnse, sp. nov. 

Fig 1. Quersehnitt des Holzes mil tlcn Hdrzparc*nch>tnzellen, x70. 

Fig. 2. Tangentialschnitt des Spatholzes mit schmalen Markstrahlen, 70. 

Fig ii. Tangentialschnitt der traumatischen llar/gange mit den Tlliifein auf den 
tangentialen, radialen, und horizontalen Wiinden, '-'200 

Fig. 4. 1'angtmtialschnitt der unregelm.issig verlaufenden, traumatischen Harz- 
gjinge, X 70. 

Fig. 5. Radialschnitt des Frlihholzes mil etwas /I'rrisseneri Iloftlipfelh, x350. 

Fig. 6. Radialsc'hnitt des Markstrahls mit tavodioiden 'IMpfeln, x500. 

4'afki. XXIV. Cupressinoxylon Thujopsoides sp. nov. 

Fig. 1. Quersehnitt des dickwandigen Holzes, x70. 

Fig. 2. Tangetialschnitt des Spatholzes, x ?0 

Fig. 3. Tangetialschnitt des Spatholzes mit Hoftlipfeln, etwas vergrOssert, x 350. 

Fig. 4. Radialschnitt des Markstrahls mit cupressoiden Hoftlipfeln, x2(X). 

Fig. 5. Radialschnitt der Tracheiden mit fast horizontal elliptischen Poren, 'x350. 



542 


M. TAKAMATSU 


LITERATURVERZEICHNIS. 

Gothan, Wm 1905, Lebende und fossile GymnospermenhOIzer. AbkandL Preuss. Geol. 
Landesanst., N. F., Bd. 45, pp. 1-105. 

Gothan, W., 1906, Die fossilen Konifcrenholzer von Senftenberg. Abhandl. Preuss. 
Geol. Landesanst., N. F., Bd. 36. p. 164. 

Fujioka, M., 1913, Studien (Iber den anatomischen Bau des Holzes der japanischen 
Nadelbftume. Journ. of Coll, of Agric., Imp. Univ. Tokyo, Vol. 4, No. 4, p. 
201 . 

IwAKl. T., 1918, Microscopical distinction of some Japanese coniferous woods. Bot, 
Mag. Tokyo. Vol. 32. pp. 178-189, 219-236. 

Jkffrey, E. C., 1918, Anatomy of woody plants. Chicago. 

Kanehira, R.. 1926, Anatomical characters and identification of some important woods 
of the Japanc>se Empire. Dept, of For., Gov. Res. Inst. Taihoku, Formosa. 
Report No. 4. 

CoNWENT^, H., 1882, Fos.sile Hdlzer aus der Geologischcn Landesanstalt. Jahrb. d. 

Preuss. Geol. Landesanst., Bd. 3, pp. 144-171. 

Krausf.1., R., 1917, Die Pflanzon des schlesischen Terti&rs. Jahrb. d. Preuss. Geol. 
Landesanst., Bd. 38, Teil. 2, pp. 285-297. 

KraIISKL, R.. 1919, NachtrUge zur TortiSrflora Schlesiens. Jahrb. d. Preuss. Geol. 
Landesanst., Bd. 40, pp. 418-452. 

Krausel, R., 1919, Fossil'Koniferenholzer. Paleontgraphica, Bd. 62, pp. 185-281. 
Ohara, K., 1926, Zur Kenntnis fossiler Konifcrenholzer aus Japan. Japanese Journ. 

of Bot., Vol. 3, No. 2, pp. 97-109. 

Penhaij.OW, D. P., 1907, North American gymnosperms. Boston. 

Seward, A, C., 1918, Fossil plants. Vol. 3. Cambridge. 

Yasui, K., 1917, A fossil wood of Sequoia from the Tertiary of Japan. Ann. of Bot., 
Vol. 31, pp. 101-106. 

Yaspi, K., 1928, Studies on the structure of lignite, brown coal, and bituminous coal 
in Japan. Journ. of the Faculty of Science, 1 okyo Imp. Univ., No. 70, Sect. 
3, Vol. I, Part 4. 



Sci. Rep., Tohoku Imp. Univ., Scr. IV, Vol. IV, PI. XXII. 



M. Takamatsu: Fossile Konifcrenhoizcr aus Sendai-Tertiar. I. 









Sci. Rep., Tohoku Imp. Univ., Scr. IV, Vol. IV, PI. XXIV. 



M. Takamat.su : Fossilo Koniformhiil/cr aus .Scndai-Tcrtiiir. I. 





Cytological Studies on /rfsJ’ 


By 

Natsu Kazao. 

(Biological Institute, T6hoku Imp. Unnersity, Sendai) 

In the j^enus Iris we have many species and varic'ties and some* 
of them are now commonly cultivated as ornamental plants. Hut 
cytological studies on this genus are up to this time rath(‘r scanty. 
Meiotic divisions in pollen mother ctdls wctc studied by Sthasiumu.kr 
(1900) in /. gerrnanica^ L Pseud-Acorus, and /. squalms and by 
Miyaki*: (IfKlb) in I. florentina, L pallida^ I. spuria and I. Pseud- 
Acorns, By these investigations, it was shown that the haploid 
chromosome nuinlx'r in the above nx'iitioncd species is twelve'. Taking 
the suggestion of Prof. Tahara, the writer has for two years undc'r- 
taken cytological researches on the Japanese species of this genus. 

The material was obtained mainly from the plants growing in the 
garden of our Institute. The fixation of the pollen mother-cell was 
made in Fi jamming’s strong and weak solution, ('arnoy’s and Rouin's ; 
among them the last mentioned solution gavt' the best results. In 
the cast' of tht' root tip the materied treatc'd with Fi.kmming’s strong 
solution was most satisfactory. Sections were cut 10- If)// in thickix'ss 
and stained with Hkidenhain’s iron alum hat'matoxylin. Up to the 
prt'sent, six species have bet'ii investigated. They are as follows. 


Names of plant 


Hapl<»id number of Diploid nurnbci of 
chromosomes chromosonx's 


Ins Kaempferit Sirn. 
var. horlensiSy Making 

/. Kacmpferi, Sim. 

var. sptmtanra, Making 

I. sibirua^ L 

var. oricntalis. Making 


V 2 

24 

V 2 

24 

M 

2S 


preliminary note of this investigation was already reported in .lapancse last 
year, in Bot. Mag. 'Pokyo, Vol. 42, with a brief English resume. 
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/. laevigata, Fisn. et Mky 

1C) 

32 

/. florentina, L.0 

-- 

48 

/. gracilipes, A. Gray 

IS 


/. japonica. Thumb. 

— 

54 


As is shown in the above table, there are four kinds of haploid 
chromosome numbers in Iris namely 12, 11, 16 and 18. It is peculiar 
that these numbers make a regular arithmetical progression with the 
common difference 2. In the table haploid chromosome numbers of 
L floreritma and /. japonica are not given, because these two species 
do not perform regular meiotic divisions in their pollen mother-cells. 

The heterotypic nuclear plates in the pollen mother-cells of I, 
Kaempferi, /. sibirica^ /. laevigata, and /. gracilipes are shown in 
Text-fig. 1, a-d. In these plants the meiotic* divisions in pollen mother- 



1. C'hromosornos of Ins. ( x 1900; 

a-d. Hotorotypic nuclear division in pollen mother cells, e-h. Somatic nuclaer 
division, a, e. /. kaempferi var. spontanea (2n-24). b, f. /. sthtrica var. 
itrientalis ( 2 nc- 28 ). c. j?. /. laevigata (2n=-H2). d, h. /. gracilipes (2n = 36}. 

cc41s proceed quite regularly, forming perfect-gemini as is usual in 
normal diploid plants. There are fairly significant differences in size 

^-'Determined by Dr. T. Making. 
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and shape among the gemini arranged in nuclear plate. The somati(! 
nuclear plates of these four plants are also shown in 'Tc^xt-lig. 1, e-h. 

As already mentioned, the rneiotic divisions in the pollen moth('r 
cells of /. florenlina and /. japonica are (juite irn'gular. In prophase 
of the hetei’otypic divisions of these plants we can see distinctly a 
number of so-called trivalent chromosomes, connecting three homologous 
elements in different ways. The various shapes of these trivalent 
chromosomes are seen in T(‘xt-fig. 2 and 3: some' being chains, others 
V- or Y-shaped, and still others like' a ring with an attache’d rod. 
It should l)e noticed, howewer, that some chromosomes of these' ]ilants 
are ce)nnected te)gether not in trivalent, l)ut in bivalent chre)me)se)mes, 
thus leaving some' in a univalent condition. 



'IVxt'fiK. 2. Ins flurenitmt ( 3 jj — 18 ). ( < liKK)) 
a. Late showing alioul 1(» trival<*iit i hroniosomes. 1). Sulr \ic\v of 

h<'terotypif mrtaphase in the pollen mother-c«'lls. c. Polar wow of the same, 
d. Somatic nurleai plate. 

In anaphase of the heterotypic division, the three elements of these 
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trivalents art' uncNjually hc'twrt'ii the opposite two poles, 

conse(iuently tli(' pollen jj;rains whieh an* form(*(l afler the sceoncl 
division are irregular in si/e. Text-hg. e shows the heterotypic 



Tc‘\t'fij<. ‘A. Irh japomta (IJ n- .^t). ( x 19(K)j 
a. Pohii \i(*u of th<* helciotspic rnctaphast* of the pollen inothoi cells. h. Side 
\U‘\N of the same. «. Sid<*\iew of the heleiol\pu anaph.ise. d. 'hhe homol\pic 
anaphase, e The diakinesis of mej'aspoie mother (elN. f. Somatic nuclear 
plate. 
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anaphase in pollen mother-cells of /. japonica, where can be seen 
about eight lagging chromosomes, d of the same figure shows the 
homotypic anaphase of the same. 

The occurrence of trivalent chromosomes in heterotypic divisions 
has hitherto been reported in several autotriploid plants, namely in 
Canna (Beujng, 1921), Datura (Belling and Blakslee, 1922), 
Tomato (Leslley, 1925), Primula (Iinuma, 1926, Ono, 1927), Prunus 
(Okabe, 1927. 1928. Darlington, 1928), etc. So it can be condudc'd 
that our two plants have also triploid chromosomes in their somatic 
cells. Somatic numbers of chromosomes of these two plants were 
determined in root-tips. It is <48 in /. fiorentina and 51 in 7. japonica. 
The former plant is not native to our country but is commonly 
cultivated in our gardens. The latter species grows wild, however, 
throughout .lapan. At present we can say nothing about the origin 
of this interesting plant. But /. gracilipes, also a native species in 
our land, has a certain resemblance to 7. japonica. Th<' haploid 
number of chromosomes of 7. gracilipes is 18, that is exactly 1/.3 of 
the somatic number of chromosomes of 7. japonica. So it is very 
probable that the former species has some relation to the plant, from 
which the latter specii'S originated. ( 'ompared to the chromosomes in 
somatic cells of 7. japonica, those in 7. gracilipes are much smaller 
in si/e, so it is doubtful that the former has a direct relation to the 
latti'r. 

The examples of triploid plants have now bciome fair ly numerous 
by the recent studies of several authors But most of these plants 
are garden varieties of wild species. The example of triploidy in 
distinct wild spi'cies, such as I. japonica, is still (luite scanty. Kecently 
Nishiyama has reported such a case in Lgeoris radiata. It is an 
interesting fact that such species do not produce ripe fruits, propagation 
being performed only in vegetative ways. 

Several authors have made a comparison between the size of cells 
of the triploid and diploid plants. In a similar way, measurments of 
the guard-cells of 7. japonica and 7. gracilipes were made. The results, 
average in 100 guard-cells, are shown in the following table. 
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Names of plant 

Length (p) 

Width (n) 

/. fcraciltpes (2n) 

46.8 

22.4 

/. japonica (Hn) 

29.1 

13.0 


In conclusion I wish to express my sincere gratitude to Prof. M. 
Tahara for his kind suggestions and valuable criticisms throughout 
the course of this investigation. 


WSTSCRIPT 

After the completion of this manuscript, 1 have had the oppor- 
tunity to see Simonet’s papar on Iris, “ Le nombre des chromosomes 
dans le genre des Iris.'' The plants which he has Investigated mostly 
differ from mine and only a few are the same. His results with the 
latter agree with mine quite well. 
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Ovogenesis in Coccophora Langsdorfii (Turn.) Grev. 


By 


Masato Tahaua 

(Biological Institute, T6hoku Imp. University, Sendai.) 


As is well known, in Fucaceae the number of eggs developing in 
one oogonium is not constant; namely eight in Fucus, four in As- 
cophyllum, two in Pelvdia, and one in Sarfpsaum. But in all these 
genera, no matter how many eggs come to function in one oogonium, 
three successive nuclear divisions always occur in each oogonium, and 
as a result eight nuclei are produced. In Sargassum, eggs newly 
discharged from the conceptacle have at first eight nuclei, which 
generally lie near the periphery of the egg. Therefore the three 
successive nuclear divisions in the oogonium can he in this case easily 


inferred. 

In Coccophora, also a member of the family Fucaceae, however, 
the situation is totally different. In this alga the eggs which are 
developed also one in each oogonium have at the time of liberation 
from the conceptacle only one central nucleus. 

Last year I made a preliminary investigation on the egg develop- 


ment of this alga (Tahara, 1928). 
Meiotic divisions in the oogonium 
and resulting four nuclei were ob- 
served without any difficulty. But 
the eight nucleate stage was not 
observed ; and although it was only 
in one case, an egg was found which 
contained four nuclei, one large and 
three small, lying together in the 
central portion of the egg (Text-fig. 
1). So 1 finally came to the con- 
clusion that, “ Four nuclei are pro- 
duced as usual. However, it seems 
to me that three of these four nuclei 



'Pext fig 1 Four nuclei grouped 
together in the central portion of 
an egg. xl20() 



552 


M. TAHARA 


are destined to degeration, and that the eight nucleate stage of the 
egg does not appear at all in this alga.” 

But more accurate knowledge relating to this point being quite 
desirable, this spring I went again to the Marine Biological Station 
at Asamushi to secure the material for further investigation. To my 
astonishment, an unexpect('d fact has been revealed by the observation 
on this new material, which will be* described in the present paper. 
Also the main outline of the m(‘iotic division in the oogonium of this 
plant will be treated at this opportunity, such studies being still quite 
scanty concerning this groups of marine algae. 

The fixation of th(‘ material was carried out (exclusively with 
Fi.emming’s strong and weak solutions containing osmic acid with 
various modifications, among which the following one was proved to 
be generally useful for the fixation of the oogonium ; 

Stork solution of ohromir acid (Sea Water 98 cc, saturated water 


•solution of chiomic aiid 2<c) 70 cc 

Sea Water 30 cc 

Osmic acid 5cc 

Glai lal acetic a<’i<I .... 2.5 cc 


The matiTial remained in this mixture generally 6 -8 hemrs. Fixa- 
tion occured at various times of the day ; the material was preserved 
at the sea shore for immediate use, fastened to a string, with a small 
stone f(^r anchoring. Sections varying from 8// to 15 /i in thickness 
were stained, generally with Heidenhains iron-alum haematoxylin. 

'Fhe earliest developmental stage of the oogonium that I could 
find in the material of this year is figured in PI. XXV. Fig. 1. This 
is perhaps an early stage of synaf)sis. The large nucleus situated in 
the center of the oogonium is seen surrounded closely by a multitude 
of chromatophores, except for a small clear space on one side of the 
nucleus. Against this clear space, is observed a small clump of 
chromatin-threads within the nuch'us, arranged mainly in tiny loops 
protruding towards the center of the nucleus. Besides these threads 
there exist also in the interior of the nucleus irregular thread-like 
groupings o{ stainable substance, which are perhaps something other 
than the chromatin-granules. In the further stage of development, 
the loops of chromatin threads grow rapidly into the interior space 
of the nucleus, whil(‘ on the other hand, the stainable .substance 
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which hitherto existed throghout the nucleus disappears. (PL XXV, 
Fig. 2, 3). 

In 1909 Yamanouchi published an accurate study on the mitosis 
of Fucus. His figure relating to the synapsis of this plant resembles 
mine quite closely. But according to his description, in a later stage 
of synapsis, the loops which have been so far conni'cted together in 
a single continuous thread are segmented at the l)ase and from a 
number of independent detach(*d loops. He says, “The number of 
the loops is not easily counted from profile views ; how<w<‘r a section 
cut transversely through the loops showed that there are 61 cut ends 
of arms of the loops. Consequently, iho. number of loo[)s is 32, each 
loop consisting of two arms.” 32 being the haploid chromosome number 
of his material, the detached loops become thus in this case directly 
the bivalent chromosome, without passing through the* s[)irenie stage. 

In my material, as is shown in PI. XXV, Fig. t, distinct a spireme 
stage comes after the synapsis. A continuous spireme-thread with 
strongly stainable knots here and theni is seen running through the 
interior of the nucl(»us. The knots become more and more distinct 
and afterwards a stage that should be considen'd as diakinesis appears. 
The gemini, as the knots now can be called, instead of being distribut- 
ed evenly in the periphery of the nucleus, as is usual in higher plants, 
are grouped together on one side of the nucleus. Their shapes are 
different, Y-, X-, 0-, II- shapes being seen most frequtmtiy. 'Fhe 
number ()f these gemini coincides with the* haploid chromosome number 
of this plant : 32. In the culmination of this stage, the nucleolus 
disappears. Thus within the nucl(‘us we can see only the gemini 
suspended in a faintly staining linin-network. As shown in PI. XXV, 
Fig. 2, 3, 4, it is most frequently seen a small body, which is stained 
by haematoxylin like the nucleous and is found gen(Tally attached to 
the nucleolus. A similar body is described al.so in Dictyota (WlLiJAMS, 
1904), Padina (Carter, 1927) and is called ‘ chromophilous spherule.’ 

At the complete formation of bivalent chromosomes the spindle- 
fibres begin to appear. To ob.serve a definite process of spindk' forma- 
tion was, however, almo.st impossible in the case, f’entrosomes which 
are recorded for the reflated genera, lu h as Fucus (Yamanouchi, 
1909), Sargassum (Tahara and Shimotomai 1925) and Cyslophyllum 
(Shimotomai 1928) are not obsem'd with certainty. This might be 
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perhaps attributed to the comparatively high systematic position of 
this alga. 

In the metaphase, the bivalent chromosomes are arranged regularly 
in an equatorial plate, in the polar view of which 32 can be estimated 
as the haploid chromosome number of this plant (PI. XXV, Fig. 13, 
14). 

After the completion of heterotypic mitosis, two fairly large inter- 
kinetic nuclei are formed (PI. XXV, Fig. 10). The homotypic spindle 
that appears soon afterward is much smaller than the foregoing one 
(PI. XXV, Fig. 12). Four. nuclei naturally result from these nuclear 
divisions (PI. XXV, Fig. 12). This was the last stage that I could 
find in the material obtained last year. 

In this year’s material, however, a further developmental stage was 
observed. Namley, the eight nucleate stage of the oogonium was 
observed. Thus the three successive nuclear division in the oogonium 
must be regarded as a normal course of development also in this 
plant. The case where only two successive nuclear divisions occur in 
the oogonium seems to appear only in the plants placed under abnormal 
conditions. Such is also the case in the species of Sargassum. 




Text-fig 2. Eight nuclei contained in a single oogonium. x2400 

Text-Fig. 2 shows the eight nuclei contained in a single oogonium. 
One amongst them is much larger than the others and this is situated 
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at about the center of the oogonium, surrounded by a dense mass of 
cytoplasma, whilst the others lie near the periphery of the oogonium. 
It is a significant fact that each of these eight nuclei has a spindle- 
shaped body besides the nucleolus. This might be perhaps something 
other than the chromophilous body seen in the nuclei of heterotypic 
prophase (Text-fig. 2) (PI. XXV. Fig. 13, 11). The 7 nuclei lying on 
the periphery of the oogonium disintegrate soon after their formation, 
and the oogonium comes to contain only a single nucleus in its central 
portion. 

As already mentioned, the discharged eggs of SargQssum and also 
of Cyatophyllum have eight nuclei distributed around the periph(*ry 
of their body and none of these eight nuclei is specialized as a func- 
tional, central situated egg-nucleus. Thus on this point Coccophora 
decidedly differs from its related genera. 

Coccophora is known as strictly endemic to the Japan Sea. It is 
the general opinion that the Japan Sea originated in a comparatively 
recent geological period, so the plants endemic to this sea could not 
be considered as the remnants of the primitive ones which have already 
disappeared in the Pacific ocean. On the contrary, they should be 
regarded as more highly specialized plants originating from their Pacific 
relatives. The structure of the eggs of Coccophora iMngsdorfii appears 
to afford strong evidence for this opinion. 

As for the segmentation mitosis which takes place after the ferti- 
lization it will here only be mentioned that about 60 chromosomes 
are seen arranged in a regular nuclear plate. Nor does the centrosome 
appear in this mitosis. 


SUMMARY. 

1. Three successive nuclear divisions occur in the oogonium of 
Coccophora LangsdorfiL 

2. In the eight nucleate stage of the oogonium a single nucleus 
is situated in the center of the oogonium, whilst the othiT 7 are set 
aside to the periphery of the oogonium and are destined soon to dis- 
integrate. The discharged eggs have 02 il> one central nucleus. 

3. In the prophase of the heterotypic division in the oogonium 
typical S3rnapsis-, spireme- and diakineisis-stage are observed. 
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4. The centrosome is not distinct in all nuclear divisions of this 
plant. 

5. The chromosome number of this plant has been estimated to 
be 32 in the heterotypic and about 60 in the somatic divisions. 
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EXPLANATION OP PLATE XXV. 


Fig. 1-3. Synapsis. 

Fig. 4. Spireme. 

Fig 5-6. Diakiriesis. 

Fig. 7. Early metaphase. 

Fig. 8-9. Heterotypic metaphase. 

Fig. 10. Interkiriose. 

Fig. 11. Homotypic metaphasc. 

Fig. 12. Nucleus in four nucleate stage. 

Fig 13. Eight nucleate stage. Nucleus figured is set a.side to the periphery of 
the oogonium. 

Fig. 14. 'fhe same stage. Central nucleus. 


(All figures are magnified about 2200 times.) 






Stimulating Action of Oxyphthalein^) Colouring Matters on 
the Geotropism in Rice*Seedling with Special Reference 
to its Effect on the Growth in Length. 

By 

Hatiwo Takeda. 

(Biological Institute^ T6hoku Imperial University, Sendai.) 

Introduction. 

In 1925 PopOFF"^ showed that 0.01 9^ oosin solution, treated 72 
hours, hastens the growth of ricescedh'ng as much as 1.5 times that 
of the control, while in more concentrated solutions (to 0.1 9^, treated 
24-72 hours) the inhibiting effect on growth is evident, causing the 
curved growth of its stem. 

In the same year Boas and Merken.schlaokr and two years 
after BoAs'*^ reported that the radicles of some seedlings treated with 
0 . 1 9 ^ - 0.002 9^ eosin .solution in darkness, grow in all directions, resp. 
ageotropically, apparently quite independent of its poisoning and 
photodynamic action, while in 0 . 1 9 ^ solution the upward growth of 
coleoptile is also disturbed. 

Similar results are reported by v. D. Mekr Mohr ”, wbo has found 
that both eosin and eiythrosin inhibit the growth of many plants, so 
that they can not grow in a normal direction and become flowerless. 

Claus"^ attributes the ageotropic growth of radicles caused by 
Eosin to the special character of this colouring matter which exhibits 
itself in strengthening the activity of diastase on the statolith-starch 
in perceptive regions. 

In the present investigation dark-actions of Oxyphthalein colouring 
matters and their principal components on the positive or negative 
geotropism of radicle or plumule in rice-seedling were (juantitatively 
studied, taking into consideration the influence on the growth in length 
caused by such chemicals; viz. Fluorescein, Eosin w. gelbl., Eosin 
blaul., two sorts of Erythrosin, lodeosin, Eosin spritl., Cyanosin, Rose 
bengale, Gallein, resorcinol, o-phthalic acid, phthalic anhydride, bro- 
mine, iodine and chlorine. 
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Method. 

As the material for this study, the seeds of pedigree No. 32 of 
Toyokuni, a race of Oryza saliva were used, which were harvested 
purely by the Agricul- 
tural Experiment Sta- 
tion of Miyagi Prefec- 
ture. Colouring matt<Ts 
us(‘(l are of Giu'jbi.ek’s 
manufacture. 

Equally and slightly 
germinated set'ds as 
shown in Fig. I were selected as specimens and were treated with 
water solutions of colouring matters and chemicals above mentioned 

in definite concentra- 
tions at definite tem- 
peratures and for de- 
finite durations. Then 
they were washed with 
water, and sown in 
darkness on the ger- 
rninator (Fig. 2) the 
bed of which just tou- 
ches the surface of 
distilled water in the 
dish. This germinator 
was especially designed 
by the author to make 
free from disturbances 
in the growth of radicl(\s 
Fig. 2. The germinator. xj. and plumulcs.* beed- 

*OvcT the brim of small PKTRi*dish is stretcheil th»* clean cottonfibre-net which 
was soaked into the fused hard paraffin. This dish is then filled with distilled 
water and placed in a larger dish with a <*over. The excess of water caused by 
the increase of temperature flow out from the inner into the outer FsTRi-dish 
which serves as the moist chamber. The undulation of the surface of water 
which may happen at the removal of the germinator is checked by the not. On 
the bed of this germinator the poses of seedlings once gained are stably retained. 




Fig. 1. Slightly germinated seeds of rice. x4. 
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lings which arc arranged on this germinator grow gradually and under 
circumstances thrust out radicles and plumules quite freely in every 
direction, receiving no restriction. Now the normal plumule ascends 
and the normal radicle descends vertically, while in abnormal cases 
seedlings put out plumules and radicles in various directions, so that 
they deviate from their normal position by certain angles, taking the 
straight, curved, waving, curling or twisted forms according to the 
sort of reagents used. After a suitable growth has takem place, the 
deviating angle of each plumule and radicle from th<‘ perpendicular 
at their base to the horizontal plane, that is, the angle between the 
line which connects the base and the point of the radicle or the 
plumule and the perpendicular is measured. In some cases to deter- 
mine the percentage of abnormal specimens to the total the number 
of specimens which have radicles growing upwards over the horizontal 
plane is counted, and, if any, plumules growing horizontally or down- 
wards und('r the horizontal plane are also counted. Then the seedlings 
are killed by 50^ alcohol, and the hmgth of radieks and plumules 
is measured. 

In this way the results are obtained as they are given in the 
following chapU'i’s. 


Results. 

1. IHE ACTION OK OXYPHTHALEIN COLOURING MATIKRS. 

A, The influence of Eosin w, gelhl.. (Fig. 3) 

Seedlings are treated with water solutions of Eosin w. gelbl. at 
17T 22X" during 17 hours. Numericals indicate averaged values 
from 111 specimens each. The rc»sults are given in Table 1. 

H. The influence of Eosin blaiiL 

Seedlings an' treated with water solutions of Eosin blaul. at 28T. 
during 25 hours. Numericals are averaged values from 50 specimens 
each. 

Eosin blaul. gives very similar figures of ageotropism to those of 
Eosin w. gelbl. (Fig. 3). The results are given in Table 2. 
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Fik. 3. Above: Specimens treated with 0.1 U water Solution of Eosin w. 
f<clbl. at 15®C during 20 hours. Central one is a top view, while the others are 
lateral views. Below: Control. lateral view. xf. T. Soma phot. 

TABLE 


Cone, of Eosin w. gelbl. 

0.1% 

O.Olf'*; 

Control 

Specimen which has radicle 
growing horizontally or upwards 

87% 

79U 

1 . .. 


The form of plumule 

horizontal 

not erect 

erect 

Length of radicle 

6.2 mm 

V.9 mm 

16,7 mm 

Length of plumule 

3,6 mm 

4.5 mm 

6.7 mm 


TABLE 2. 


Cone, of Eosin blMul. 

0.1% 

0.01% 

0.001% 

0.0001% 

Control 

Angle of deviation of radicle 
from its normal position 

7 

sr 

SSI" 

sr 

!• 

Angle of deviation of plumule 
from its normal position 

84** 

68 ” 

37* 

0® 

0- 

I^iongth of radicle 

0.4mm 

3.4 mm 

7,0 mm 

8.1 mm 

8.1 mm 

Length of plumule 

2 . 4 mm 

3.4 mm 

6.1 mm 

5.6 mm 

5.6 mm 
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C. The inftveiice of Erythrosin («')*. 

Seedlings are treated with 0.1 9^ water solution of Erythrosin («) 
at 2rC-24T. during 15 hours. Numericals are averaged values from 
300 specimens each. 

Erythrosin («) gives very similar figures of ageotropism in radicle 
and plumule to those of Eosin w. gelbl. (Fig. 3) or F^osin blaul. 

TAKI.E 3. 



0.1 

Eiythrosin (aj 

Control 

Specimen which has radii le growing 
horizontally or upwards 


41 

i 

Specimen which has plumule grow- 
ing horizontally or downwards 

20’^ 

O’r:; 

Li^ngth of radicle 

a. 0 mm 

0 . 5 mm 

Length of plumule 

4.0 mm 

7.0 mm 

D, The influence of Erythrosin (/?)*. 


Seedlings are treated with saturated water solution of Erythrosin 

(P) at 22°C-23®C during 20 hours. 

Numericals are civcraged values 

from 320 and 177 specimens re.spectively. 


TABLE 

4. 




Erythrosin ([^) 

Control 

Specimen w'hich has radicle, grow’ing , 

horizontally or upwards 



o-« 

Specimen which has plumule grow- 
ing hon/ontallv or downwards 



O’. 

Length of radicle 


4 . t) mm 

0 . .*> mm 

I.^ngth of plumule 


5.0 mm 

5.5 mm 


^ There were two kinds of Erythrosin in Gruiu.er’s manufactures in spite of their 
identical labels “ Erythrosin puris.” The one is very easilv soluble in water and 
the solution is intensively fluorescent w'hilc tbt other is very slightly soluble in 
water and without fluorescence. For the sak» ‘»f con\enience the former is railed 
in the present paper Erythrosin (a) and the latter Erythrosin The chemical 
difference between them may probably lie in the point that Erythrosin (a) is 
tetrabromide and Erythrosin (fi) biiodide. 
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It is worthy of notice that the solution of Erythrosin (/?) which 
has no fluorescence, has a stronger effect on the negative geotropism 
of plumule than its action on the positive geotropism of radicle. In 
this respect the Erythrosin (jS) is very similar to the case of lodeosin 
which has fluorescence in solution, as one may see in the following 
lines. 

JB. The influence of lodeosin. 

lodeosin is also very slightly soluble in water and fluorescent with 
moderate intensity. It has an effect especially on the negative geotropism 
of plumule. Fig. 4 shows such an example. This fact is of interest 


F 

L 


"7- 

i 




'\ 


Fig. 4. Lateral view of seedlings treated with 0.01^© solution of iodeosin, 
as descnbed in Table 6, showing the curious poses just as they stand on the 
bed of germinator. x J. 

if one takes into consideration the similar result with iodine (in KI) 
solution, as one may see in the next chapter. 


TABLE 5. 

Seedlings are treated with saturated water solution of lodeosin at 21°C 
during 15 hours. Numericals are averaged values from 300 and 279 specimens 
respectively. 



lodeosin 

Control 

Specimen which has radicle growing 



horizontally or upwards 

/ /O 
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lodeosin | 

Control 

Specimen which has plumule grow- 

I 

0?,' 

ing horixontally or downwards 


Length of radicle 

4 . 9 mm 

5.9 mm 

Length of plumule 

5.7 mm 

5.2 mm 


TABLE 6. 

Seedlings are treated with 0.01^ water solution of lodeosin or Eosin w. 
Kelbl. for comparison at 18®C-21°C during 24 hours. Numericals are averaged 
values from 50 specimens each. 



0 , 01 % lodeosin 

0.01 ;''o Elosin 
w. gelbl. 

Control 

Angle of deviation of radicle 
from its normal position 


42° 

10^ 

Angle of deviation of plumule 
from its normal position 

84^ 

54' 

I 

1 

Length of radicle 

11.9 mm 

11.4 mm 

1 0 . 9 mm 

I.ength of plumule 

9.1 mm 

9.0 mm 

10.1 mm 


lodeosin confuses the negative geotropism of plumule more* inten- 
sively than the solution of Eosin w. gelhl. in the same concentration, 

F. The influence of Eosin spriiL 

Eosin spritl. is also hardly soluble in water, but the solution is 
moderately fluorescent. Its action is however negative, though it 
seems to have four atoms of bromine in the molecule, as is also the 
case with Eosin w. gelbl. 


TABLE 7, 

Seedlings are treated with saturated water solution of Eosin spritl. at 2r'C 
during 15 hours. Numericals are averaged values from 300 specimens each. 



Eosin spritl. 

Control 

Specimen which has curled radicle 

1 % 

0 % 
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Eosin spritl. 

Control 

Specimen which has non-erect plumule 

e: 

i 

0 ?^ 

Length of radicle 

5.0 mm 

5.9 mm 

Length of plumule 

4.8 mm 

5.2 mm 


TABLK 

Seedlings are treated with 0.01 *"0 water solution of Kosin spritl. or Eosin 
w. gcdhl. for comparison at 21°(>'18'’C during 24 hours. Numericals are av<‘raged 
values from 50 specimens each. 



O.Ul^o Eosin 
spritl. 

0 . 01 ?^ Eosin 
w. gelbl. 

Control 

Anglo of deviation of radicle 
from it.s normal position 

15’ 

42° 

10 ° 

Angle of deviation of plumule 
from its normal position 

40 

54° 

.3° 

Length of radicle 

14.1mm 

11.4 mm 

1 C. 9 mm 

Length of plumule 

9.3 mm 

9.5 mm 

10.1 mm 


The negative action in the case of Kosin spritl. is also evident, 
though the solution of Eosin w. gelbl. in the same conctmtration confuses 
the geotropism i|uite intensively. 

G, The influence of Cyanosin. 

Th(i solution of Cyanosin has very faint lluorc'scence. St'odlings 

TABLE 9. 



0 . 1 '*o Cyanosin 

Control 

Specimen which has radicle growing 
horizontally or upwards 

50?.' 

ou 

Specimen which has plumule grow- 
ing horizontally or downwards 

11 ?^ 

. . . . - - 

0% 

Length of radicle 

5 . C mm 

12.C mm 

length of plumule 

2.9 mm 

C.O mm 
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are treated with 0.1 water solution of Cyanosin at 25°C-23T during 
15 hours. Numericals are averaged values from 816 and 208 speeinums 
respectively. (Table 9). 

//. The influence of Rose bengale. 

Seedlings are treated with O.l?^ water solution of Rose bengah' 
at 25T-23T during 15 hours. Numericals are averaged values from 
208 to 332 specimens each. 


TABLE 10. 



0.1 Rose hengale j 

Control 


Spocimeri which has radicle >?row- 
in^: horizontally or upwanls 

1 



1 

Specimen which has plumule ^(row- 
ing horizontally or downwards 

1 

l‘.K,; 

1 

e > 


Specimen which has plumule twisted 
or waving, with point non-ascending 




Length of radicle 

1 

r>.2 mm 

l^.dmm 


I.ength of plumule 

j .‘».2mm j 

ll.O mm 


Rose bengale shows in solution no fluorescence. It confuses 
especially the n(‘gative geotropism of plumule. But in mo?'(* dilute 
solution (0.01 it can not cause such positive reaction, while Kosin 
etc. in the same concentration more or less disturb th(‘ geotro])ism. 

/. The influence of Gallein sicc. and Fluorescein, 

These two colouring matters, particularly the latter are slightly 
soluble in water, and in the solution Gallein shows no fluorescence 
while Kluoresci'in exhibits strong fluorescence. Both of them inhibit 
or accelerate th(' growth of radicle, but do not cause ageotrojiism at 
all, as one may see from the following table. Seedlings are tn^ated 
with water solution of Fluon'scein or Kosin w. gelbl. for 

comparison or with O.Ol^ water solution of Gallein sicc. at 2rC-18°C 
during 24 hours. Numericals are averaged values from 50 specimens 
each. 
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TABLE 11. 



0.()04« 
Eosin w. 
gelbl. 

1 0.C04% 

I Fluorescein 

O.Olfo^ 

Gallein 

Control 

Angle of deviation of radicle 
from its normal position 

49* 

ir 

12° 

10* 

Angle of de\iation of plumule 
from its normal position 

1 

4V 

1 

1 

r,» 

6° 1 

.r 

I.ength of radicle 

12.4 mm | 

14.8 mm 

2a. 4 mm 

16.9 mm 

Length of plumule 

9.r> mm 

11.0 mm 

10. 1 mm 1 

10.1 mm 


In the above table it is remarkable to note that 0.004?^ solution 
of Eosin w. gelbl. confuses geotropism moderately in opposition to 
the negative effect of Fluorescein in the solution of the same con- 
centration. 

J. Comparmm of actions of several Oxyphlhalein colouring matters. 

For the sake of comparison easily water-soluble colouring matters 
only are employed. Among thorn the fluorescence of Eosin w. gelbl. 
is the most intensive, of Eosin blaul. and Erythrosin («) the next and 
of Cyanosin the least in its intensity. Rose bengale is not fluorescent 
at all. Inhibiting action on growth and confusing action on geotropism 
sc‘ems also to be graded in the order of this intensity on the whole, 
so far as the researches are extended. 


TABLE 12. 

Seedlings are trealefi with O.OOl Mol water solution * of each colouring 
maitei;* at during 20 hours. Numericals are averaged values from 

270 to 278 speeimens each. 



Eobin w. 
gelbl. 

Erythro- 
sin (a; 

Eosin 

blaul. 

Cyanosin 

! Rose 
bengale 

Control 

Specimen which has 


- , 

1 





radicle growing hori- 
zontally or upwards 

71?^ 


45% 

6% 

0% 



*The Mol solutions are prepared after the formulae cited in ** Farbstofftahellen 
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Eosin w. 1 
Kelhl. i 

1 

Erythro- ! 
sin («) j 

Eosin 1 

hUul. I 

Cyanosin 

j Hose 
bengale 

Control 

Specimen which has 
plumule growinc< hori- 
zontally or downwards 

2% or 1 
moro I 

j 

1 

i 

1 

0-9 1 

“ " 1 

1 


1 

0% 

Specimen which has 
perfectly normally grow- 
ing radicle and plumule 

0?^ j 

i 

1 

6,’i i 

1 

1 

•w,’.' 1 

\ 


100*^ 

Length of radicle 

S . 9 mm j 

0 . .S mm i 

12.r) mm 

ir>.4mm 

15 . .T mm 

1 

2S . 4 mm 

Length of plumule 

. 2 mm 1 

4.7 mm j 

i 

r>.y mm 

5.Smm 

1 Ti . 0 mm 

7.7 mm 


TABLE 1:L 

Seedlings are treated with 0.01 water solution of eaih rolouring matter 
at 'Zi°C-2\'C during 46 hours. Numencals arc averaged \alues from 50 spci'i- 
mens each. 



Kosin w. I 
golhl. 1 

Eosin 

blaul. 

1 , 1 

1 ( yanosin 

Rose 

bengale 

Control 

Angle of deviation of radicle 
from its normal position ' 

1 

7f.- 1 

1 

0(.C 

j .■!(>’ 

i 

10“ 


Angle of deviation of plumule 
from its normal position 

ra’ i 

1 

f5" 

1 

1 -7’ 

! 

r>' 

! - - 

r 

Length of radicle 

().ymm 1 

7 . ii mm 

1 10.1 mm 

1 lO.Omm 

10. y mm 

Length of plumule 

___ - - 1 

5.0 mm 1 

1 

5 . 2 mm 

1 ~ ' 

j 5.0 mm 

1 4.0 mm 

0.9 mm 


It is conspicuous that Rose bengale inhibits especially the growth 
of plumule. 


II. THK ACTION OF SKVEKAL CIIKMICAI. COMPONENTS 
OF WHICH THE OaX^THTHALEIN COLOURING 
MATTERS CONSIST 

According to Schultz’^ almost all Oxyphthalein colouring matters 
are made from phthalic acid and resor<*inol, and the difterenciation 
among them is based upon the vari</Ub combinations of these two 
nuclei with bromine, iodine, chlorine etc. respectively. So these 
essential components were also examined by means of the following 
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chemicals in respect to their influence on the geotropism and the 
growth of seedling. 

A. The influence of Resorcinol (Gruhi.er’s). 

Seedlings are treated with water solution of l.O, 0.5, and 0.1 9^ 
concentration at 18°C"20°C during 20 hours. Numericals are averaged 
values from 100 specimens each. 


Table 14. 



1 

1 1.0?^ 

Resorcinol 

1 

1 

0.1?^ 

Control 

Spet-imon which has radich' 
Krowinj? horizontally or upwards 

1 ■ 

1 o-,- 

i 


! Ofo 

1 

1 

Specimen which has plumule 
Krowinfj hoiizonlally or dowm* 
wards 




1 

i 

1 

Specimen whw’h has normal 
plumule but lacks radicle 

1 

12-; 


i 

1 

Specimen which lacks both 
radicle and plumule 



1 

{ 

1 

Specimen which has normal 
radicle and plumule 

: 


100^' 

100 

Length of radicle 

0. 1 mm 

O.Dmm i 

rnm 

Id.l mm 

Length of plumule | 

-.<>mm j 

'1.8 min 

7 . 4 mrn | 

7 . IJ mm 


Resorcinol inhibits only the growth, but does not confuse the 
geotropism at all. 

B. The influence of o-phthalic acid and phthalic anhydride 
(Kahlbaum). 

I'hese two chemicals confuse only the positive geotropism of radicle 
in a moderate intensity. Seedlings are treated with water solution of 
them at 30°C during 15 hours. Numericals are averaged values from 
100 specimens each. 


ACTION OF COLOURING MATTKKS ON GKOTROI'ISM 


569 


TABLE If), 



o-Fhthalic acid 



o.r.”,, 

iK2ri% 1 

o.i'js?,' j 

Control 

Specimen which has radicle 
growing horizuntally or upwards 

ou 


1 

t 

0% 

Specimen which has plumule 
growing horizontally or down- 
wards 


1 

0’„ j 

i 

0% 1 
1 

0% 

Specimen which has normal 
plumule but lacks radicle 


1 

74”, 1 

14% j 

1 

0% 

Specimen which lacks both 
radicle and plumule 

/ t>^ o 

1 

1 1 % 

i 

1 

1 0% ! 

1 

! 0% 

1 

1 

Specimen which has normal 
radicle and plumule 

\ 

0?o 


1 74 'J / 

t ‘1 a 

100^.. 

1 

lamgth of radicle 

? 

1 .5 mm 

1 17.0 mm 

1 2.5.5 mm 

f^engih of plumule 

0.7 mm 

5.5 mm 

1 12.8 mm 

1 ULOimm 


TABLE 

16. 




1 Phthalic nnhydruh* 

i 

1 Conlrol 

1 

L_._ 


0.5% 

0.25,% 

1 0.125% 

Spei'imen which has radicle 
growing horizontally or upwards 


5% 

11% 

j 0% 

. 

Specimen which has plumule 
growing horizontally or down- 
wards 

0^ 

0% 

0% 

0% 

Specimen w’hnh has normal 
plumult> but lacks radicle 


1 

7(5% i 

1S% 

(»% 

Specimen whu h lacks both 
radicle and plumule 

S2%' 

14% 

0% 

0% 

Specimen which has normal 
radicle and plumule 

Oro 

4% 

71 

100% 

1 

Length of radicle 

7 

1 .0 mm 

17.8 mm 

2.5 . 5 mm 

length of plumule 

0 . (> mm 

4 .S mm 

15.1 mm 

16.0 mm 
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C The influence of Chlor^calc. 

Seedlings are treated with saturated water solution of chlor-calc 
at 19^C during 20 hours. Numericals are averaged values from 166 
and 127 specimens respectively. 

TABLE 17. 


I 

Chlor-calc 

1 Control 

Si>crimen which has radicle grow- ' 


0% 

j 

ing horizontally or upwards ' 


Length of radicle I 

r> . 7 mm 

12.0 mm 

Length of plumule 

5.1 mm 

0.0 mm 


Chlor-calc water which dissolves free chlorine in itself, also seems 
to act very slightly on the development of plumule. Viz. it bends 
the points of plumule slightly in several specimens. But it is doubtful 
whether this may be accounted for by the ageotropic growth caused 
by chlor-calc or chlorine. 

The above' result with chlor-calc may rather suggest that it is due 
to the character of chlorine itsejf. 

D. The influence of bromine, (Fig. 5). 

Bromine acts chiefly on radicle to confuse its positive geotropism, 
but to .some extent disturbs also the negative geotropism of plumule. 



Fig. 5. Ageotropism of radidas caused by 0.1 -0.05% bromine water; 

treated at ca. 20®C during 20 hours. Lateral view. Somewhat reduced. 
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This is worthy of notice, because the only difference between Eosin 
w. gelbL and Fluorescein lie in the point whether it is a bromo-deriva- 
tive or not. 


TABLE 18. 

Seedlings are treated with bromine water at 18®C-2(rC during 20 hours. 
Numerical.s are averaged values from 1(X) specimens each. 


Concentration at the 

Bromine 

Control 

beginning of treatment 

0.06% 

0.06% 

Specimen which has radicle 
growing horizontally or upwards 

.T4?£ 

1% 

1 

[ 

Specimen which has plumule 
growing horizontally or down- 
wards 




Specimen which has normal 
radicle and plumule 

4C>% 

96% 


Length of radicle 

*5 . 4 mm 

10.9 mm 

16.1 mm 

Length of plumule 

1 5.0 mm 

r> . 8 mm 

7.9 mm 


T 


TABl.E 19. 


Seedlings are treated with bromine water at during 20 hours. Numeri- 
cals are averaged values from 50 specimens each. 


Concentration at the 


Bromine 


Control 

beginning of treatment 

0.2,"=- 

o.)^„ 

0.06% 


Angle of deviation of radicle 
from its normal position 

Half of all 
specimens 
were killed. 

64 ^ 



12" 

Angle of deviation of plumule 
from its normal position 

In the rest 
radicles did 
not appear. 

O'" 

5“ 

1 

4 ° 

1 1 

4 " 

Length of radicle 

plumules 
grew some- 
what hori- 
zontally 
and were 
very small 

2.5 mm 

8.6 mm 

11 .0 mm ' 

14.9 nun 

Length of plumule 

5.6 mm 

9.0 mm 

10,0 mm 

9.2 mm 

i 
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E. The influence of iodine. (Fig. 6). 


L 


xLi 

i 


Fi|^. 6 Above: The confusion 
of negative gootropism of 
plumules caused by 0.05fo 
iodine dissolved in 0.1 KI 
water solution ; treated at <*a. 
19"C during 21 hours. Below 
Specimens which were trea- 
ted with 0.03 ’o iodine dissol- 
ved in 0.01 '’o KI water solu- 
tion at 30”C during 17 hours. 
Lateral views. Somewhat re- 
duced. 


Iodine is hardly soluble in water; so 
it is necessary to take iodine dissolved in KI 
solution as a stimulant, which is intensive 
enough in effect for this experiment. 

Dilute solution of iodine accelerates 
the growth only. A little more concent- 
rated solution inhibits the growth and 
confuses the positive geotropism of radicle. 
A rather concentrated solution in which 
radicles are no longer allowed to grow 
further confuses strongly the negative 
geotropism of plumules, as shown in F’ig. 
(). This lattcT fact coincides with that in 
case of lodeosin where the negative geo- 
tropism of plumule is also disturlx^d. The 
only difference* between lodeosin and 
Fluorescein is whether it is a iodo-deriva- 
tive or not. 

When the s(*edlings are treated with 
0.05% iodine dissolved in 0.1% water 
solution of KI at 18"C-'19X" during 21 
hours, the negative geotropism of plumules 
is strongly confused, though th(*y become 
somewhat slender, apparently owing to the 
poisoning action of iodine, showing many 
curious figures of downward growth of 
plumules, cis they are reproduced in Fig. 6. 


TABLE 20. 

Seedlings are treated with saturated water solution of iodine at 21°C-2L‘C 
during 15 hours. Numericals arc averaged values from 98 specimens each. 



Iodine water 

Control 

Specimen which has radicle grow- 
ing horizontally or upwards 

^:'o 
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Iodine water 

Control 

Specimen which has plumule grow- 
ing upwards but shows crooked or 

20% 

0% 

descended point 



Length of radicle 

8.(>mm 

0.5 mrn 

Length of plumule 

5.9 mm 

7.0 mm 


N. B. Almost all plumules of treated specimens are thick, wide and obtuse- 
pointed. 


tablp: 21. 

SeedlinKS are treated w'ith 0.1% water solutions of Nal and KI at 32’C’ during 
20 hours. Numericals are averaged values from 100 to 110 specimens each. 



Nal 

KI 

Control 

Specimen which has radicle 
growing honzontallv or upwards 


1% or less 

0% 

Specimen whidi has plumule 
growing horizontally or down- 
wards 


0% 

0% 

Length of raiJiclc 

15.0 mm 

14.0 mill 

13.. 3 mm 

Length of plumule 

10.7 mm 

11. 3 mm 1 

11.0 mm 


TABLE 22. 

Seedlings are treated with iodine (in K I) solutions at 30 C during 15 houis. 
The solvent is less concentrated than 0.1 as to KI. Numericals aie averageil 
values from 100 specimens each. 


C'oncentration at the 

Iodine 

1 

j ( Control 

beginning of treatment 

0.08fo 

o-od-’i 

0.04,% 

Specimen which has radicle 
growing horizontally or upwards 


indistinct, 
because of 
smallness of 
radicles 


0^. 

S|X!cimen which has descended, 
horizontal or twisted plumule 

0% 

indistinct, 
because of 
smallness of 
plumules 

1 *)o 
i M a 

or more 

j 0% 
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Concentration at the 

Iodine 

Control 

beKinning of treatment 

0.08?^ 

0.06^ 

0.04^ 

Specimen which has been killed 

100 ?^ 

24?^ 



Length of radicle 

0.0 mm 

0.1 mm 

4.6mm 

20.1 mm 

Length of plumule 

0.2 mm 

0.7 mm 

2.5 mm 

10 . 2 mm 


Table 23. 

The influence of iodine (in Kl) solution and the solvent itself. Seedlings 
are treated at 30°C during 17 hours. Numericals are averaged values from 50 
specimens each. 


Concentration at the 
beginning of treatment 

0 .(W?^ Iodine 
in 0.04?iKl 

0.04% 

KI 

Control 

Angle of deviation of radicle 
from Its normal position 

470 


18“ 

Plumuh; 

erect hut 
obtuse-pointed 

normal 

normal 

I..ongth of radicle 

8 . 2 mm 

17.4 mm 

14.1 mm 

Length of plumule 

10.0 mm 

15.1 rnm 

1 . 1.0 mm 


Conclusion. 

If the moleeular formulae of colouring matters used may be assumed 
to comply with those of dyes which are described in “ ScHUi.TZ : 
Farbstofftabellen ” in the coincident names respectively, the meaning 
of the above results may probably be explained as follows. 

Free phthalic acid confuses geotropism. But Fluorescein and Gallein 
have no such action. In these dyes phthalic acid is restricted to 
the resorc'inol-nucleus. And the thus restricted phthalic acid-nucleus 
seems to have no more such ageotropic action. From this considera- 
tion it is presumed that the ageotropi.sm caused by Oxyphthalein 
colouring matters is independent of their phthalic acid-nuclei. 

The mere addition of tetra bromine to Fluorescein causes the 
ageotropism above mentioned. And free bromine has also such action. 
Furthermore, this tetrabromide of Fluorescein, i. e. Eosin w. gelbl. 
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confuses more intensively the geotropism than Eosin blaul. which is 
the dibromide of the same. Therefore it is probable that the existence 
of bromine may be part of the cause of such ageotropism. 

Bromine resp. bromides among Oxyphthalein colouring matters act 
chiefly to disturb the positive geotropism of radick', and in a subor- 
dinated degree to confuse the negative geotropism of plumule also. 

On the other hand lodeosin, Erythrosin (^) and Rose bengale are 
iodides of Fluorescein and confuse mainly the nc'gative geotropism of 
plumule. Free iodine, accompanying some poisoning actions, causes 
the downward curvature of the plumule. Iodine resp. iodides among 
Oxyphthalein colouring matters also disturb to some extent the positive 
geotropism of radicle. Then the existence of iodine may be an another 
cause of such ageotropism, especially of the plumule. Iodine or 
bromine combines with the resorcinol-nucleus of each colouring matter. 

The resorcinol-nucleus, which constitutes each Oxyphthalein colouring 
matter together with phthalic acid-nucleus, is probably independent of 
the ageotropism caused by Oxyphthalein colouring matters. 

Now Eosin w. gelbl., Erythro.sin («) and Cyanosin are all tetra- 
bromides. But the ageotropic action of Eosin w. gelbl. is the strongest, 
while Erythrosin («) is the next, and Cyanosin is the weakest of all. 
On the other hand chlorine is combined with the phthalic acid-nucleus 
in each of the last two dyes, viz. Erythrosin (fi) is bi<*hIoride and 
Cyanosin tetrachloride. Then chlorine seems to act antagonistically 
to bromine in respect to the confusing action on the geotropism. 
Similarly chlorine is also antagonistic to iodine. Namely lodeosin, which 
is a tetraiodide, and has no chlorine in the molecule confuses the 
geotropism more strongly than Rose bengale, which is a telraiodide, 
and simultaneously bichloride. 

Eosin spritl. has no action of disturbing geotropism in spite of the 
tetrabromide in its chemical structure. Perhaps this is due to the 
existence of methyl- or ethyl-group which combines with the phthalic 
acid-nucleus of this dye. 


Summary. 

Among Oxyphthalein colouring matters, bromides or iodides confuse 
geotropism in rice-seedling by dark-action. 
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Roughly speaking, such action is in proportion to the intensity of 
fluorescence produced by the water solution of each dye in light. 

Dyes which are iodides disturb mainly the negative geotropism of 
plumule, while dyes which are bromides disturb the positive geotropism 
of radicle on the whole. 

It is probable that the cause of ageotropism which results from 
the treatment with such colouring matters is based upon the existence 
of iodine or bromine which combines with the resorcinol-nucleus of 
these dyes. 

'Fhis work has been directed by Prof. Dr. Y. Yamaguti, to whom 
I here wish to express my gratitude. 
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On the Inheritance of Some Characters in 
Glycine Soja, Bentham (Soy-Bean). 

ih 

Fiimi TAKAf:r. 

( Kiolo^iral Institute, TohoIvU Imp. Universitv, Sentlai) 

(With Plate XXVI) 

llio inheritance of various characters in the soy-f)ean has hei*n 
airt'acly studit'd by sev<Tal authors. Namely Tkkao (191S) studieil a 
maternal inheritance in cotyledon colours; Takahasiii and Fi’Ki:yama 
(1919) sUidit'd fh(' inheritance* of the* charae'tiTs relating to cotyledon, 
s(*(*d-coat, hilum, leaf and others; WoonwoiM'H (1921) made an 
inve'stigation on the inheritance of the colours of s(*veral parts of the 
plant, that is of cotyledon, seed-coat, hilum, and pub(*scence ; Na(;ai 
r(*ported s(‘veral times on the inheritance of the soy-bean, in the lat(*st 
ref'ort (I92fi), he published, amongst others, the r<*sults of the investi- 
gation on the stem and leaf form, the se^ed si/e, th<‘ seed-coat and 
flower colours. 

“ Kurakake ”, one form of the soy-bc*an, which has a saddle-like 
pattern on the* seed-coat, is fairly common in Sc*ndai. Another from 
of the soy-bean, which is called “ K(*itomamc* ” or “ Shakujomame ” 
(Glycine Soja, Bkntham mut. fasciata Takahasiii) has a fasciali'd 
stem and is sometimes c*ultivated in the same district. 

Professor Tahara planned to investigate the* inheritance of th(*se 
tw^o plants. The cross was made for the first time in the spring of 
1921, but no seed was produced. He mad(' anoth(*r attempt in 1925, 
and obtained some seeds from the cross “ Keitomame ”(-^ ) x “ Kura- 
kake ”(^). In 1926, 2 Fi plants grew from those seeds, and th(Te- 
after he transferred this work to the writer, who was hoping to 
study something in this direction. The wiitiT continued the investi- 
gation in two successive generations. Some results will here be briefly 
reported. At the outset, it will be purposeful to enumerate the* 
characters of th<* two plants. 
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I. THK CHARACTERS OF BOTH PARENT PLANTS. 

The characters of both plants are shown in the following table. 


Table i. 



“ Keit6mame ” 

*• Kurakake ” 

Stem form 

fasciated 

normal 

colour 

jjreen 

Kreeii 

Flower colour 

white 

purple 

Si/e of seed 

small and round 

larpie and Hat 

Hihim colour 

brown 

black 

Pattern 

no pattern 

saddle (colour black) 


The stem of “ Keitomame ” is normal when young, but fasciates 
gradually as it grows. In maturity, the stem form is <iuite different 
from that of ‘‘ Kurakake ”, The fasciated stem has only a few^ small 
branches (IM. XXVI, Fig. 1). The flowers are crowded at the end 
of the stem, but are also seen scattered on other parts of the plants. 
With regard to the morphology of ” Keitomame ”, Takahashi and 
Fukuyama (1919) have already published a report. 

n fasciation. 

The Fi plants arising from the cross ” Keitomame ” x “ Kurakake" 
have a nonTasciated stem. The segregation in V\ occurred in a 
m()nohybrid ratio (Table 2). 


Table 2. 



Normal i 

Fasciated 

Observed 

* IIS 1 

1 

41 

Expected (3:1) 

i lUKsri 

1 , 

.3U.75 

Deviation 


-Hi .‘Jf) 

Mean error 

5.46 1 

. ! 

.5.4« 


In generation, the progenies of F 2 plants segregated in three 
types ; the first bred true for the non-fasciated ; the second bred 
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true for the fasciated, the third segregated in the non-fasciated and 
fascia ted in the ratio 3:1. The following talile refers only to those 
individuals of the last mentioned type. 


Tahlk 

I’ro^oiiies of tht* third lyiM‘ of Fo plants. 


Podifiree number 
of Fo plants 

1 

1 Normal 

Fasc'iated 

4 

' 31 

10(4) 

la 

: 44(1) 

10(3) 

:?r* 


12(4) 

/ rA\ 

32(1) 

17(7) 

40 

41 

0(4) 

42 

24 

S 

«4 

4S(;>.) 

b(4) 

or> 

42(1 ) 

13(S) 

S2 

:n 

(i(2) 

SO 

:vA 

10(5) 

oa 

27 

14(8) 

100 

27 

12(0) 

111 

47 

20(15) 

112 

27 

0(2) 

iia 

r*Ci 

14(5) 

Total 

r,i;j 

170 

Expeeted (a:l) 

‘ 512.25 

1 170.75 

Deviation 

+0.75 

1 - 0.75 

M(*an error 

11 .52 

1 11. .32 


The above result (‘oincidt's with that of N.M'.ai (U)2(>) who madf' 
also a similar experiment. 

In passing, it may he worth mention heix* that the flowers on the 
individuals with fasciated stems have sometimes 2 or pistils. In 
the abovti table the numbers in the parenthesis show the* numbi'rs 
of the plants which produced two or more pods in thci same flower. 
Ten fasciated plants of Fa generation were chosen for an accurate 
''observation, and ten flowers on each individuals were examined as to 
the number of pistils. The results are givtm in lable 4. 

When a flower has two or tl\ree pistils, we can naturally expect 
the production of two or thre<‘ |)ods in th(' same flowf'r. But such 
a case does not often occur. If the two pods develop in the same 
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Table 4. 


INjumlier of pistils 

1 



in dower 

1 1 

1 o 1 


IMant number 

1 

. 


1 

a 

7 ' 

0 

*> 

1 

0 1 

0 


7 

.a 1 

0 

4 

s 


0 

ri 

r* 1 

4 

.a 

0 

fi 


•1 ! 

1 

i ' 

1 p» 

' d 


0 

H 1 

1 4 


0 

\) 1 

1 7 


0 

10 

1 5 

1 __ 1 

5 

0 

Total 

55 

44 

1 


Ilowi'i*, j^oneially ihoy are of unoi|ual size, one beeomini:^ sometimes 
only a rudiment (PI. XXVI, Fig. 3, TexHig. 1). Also, fairly often 



'loNt-fiK. L IVmIs priidiirtHl iii fNmers whirh have two or more 
pistils, a 'I'wo (listin<'t jiods of <M|ual siise prudured in one flower. 
l>. Two |M)ds produeed in one flower partly fused, e. Three pods 
de\ eloped in one llower united tof^etlier into a single body, 'riie two 
of the three pods betorm*, howeser, onl\ rudimentary, xl. 


two pods developing in the .same flower fuse together into a single 
body of prismatic shape, triangular in cross section, at maturity 
splitting in three valves, the inner valves of the two pods being united 
to a single valve. The suture line in this coalescence is only faintly 
visible in a ripened fruit and does not split even in maturity (Text-fig. 2). 
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Pods of such a nature have generally 
two malformed seeds of unequal size in 
each placenta, which are exclusively seen 
on th<^ lin(' formed by the union of two 
outer valves of the two pods. 

III. CHLOROSIS. 

In this crossing, the parents have grtvn 
leaves and the F| plants are th(' same as 
the parents. But in the F 2 , segregation 
occurred in the ratio, the normal type 
with green leaves 15 and the chlorosis 
type with greenish y<*llow lt'av(‘s 1 . 



2 . I)f‘his( ('niT of 
a 1)0(1 whirl) has (lovrloprd 
from ihr* entire fusion of two 
potL. 'I’he pod splits into 
three \al\es. Xl. 


TAHl.K T). 

i 

(«m*n 

(Jrt'onisb ydlosv 

( )bservod 

ir .2 


Kvpoctod (!•'):!) 



1 )('\ iatioM 

•j.m 

2.1)4 

1 

Mean (‘rinr 


1 


The plants of the chlorosis type, when >oung, look like the normal 
ones, but in later development their I(»avi*s gradually turn greenish 
yellow and the plants becomes stunted in appearance. Accordingly, 
only very small and faintly coloured .se(*ds ar(‘ produced in tluse 
plants. r'atio 15: I obtained in Fo g<*ner’ation suggr'sls two comph'- 

mentary factor's, as A and B. From this assumption it follows 
that in the presenct' of either one or both of these factor's, the leaves 
become green, but in the absence of both, tht! leaves become greenish 
yellow. Thus in genetic comi^osition the partmts of this cr'oss are 
AAbb and aaBB re.spectively, and Fiis AaBb. In the Fg generation, 
one part out of 16 is aabb in composition and has greemish yellow 
leaves. The plants with greenish yellow leaves bred true for this 
character in the F., generation. The Fo plants liearing gn^iMi leaves 
bred differently in F 3 generation, as was expected ; 7 parts out of 15 bred 
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true in Fa, 4 jjroduced green and greenish yellow in an approximate 3 : 1 
ratio ; and the remaining 4 out of 15 behaved like the Ft plants, giving 
again an approximate 15 : 1 ratio. The data are presented in Tabic 6. 

TABLK tJ. 

l*ro^;onios from Fj imlividuals with grcfiiish >clio\v l<*a\c*s. 


l*odigrec number of 

Fi plants 

(ireen 

Greenish yellow 

165 

1 

0 

.56 

Prog(*nies of F 2 plant 

s bearing 

gn'en leaves. 

Pedigree number of 

Fo plants 

(«rec*n 

Gieemsb yellow 

4 

42 

0 

la 

51 

0 


51 

0 


a7 

0 

sc; 

4a 

0 

ss 

41 

0 

lU) 

7a 

0 

\n 

45 

0 

Da 

41 

0 

DS 

74 

0 

DD 

47 

0 

lOS 

ao 

0 

112 

.‘17 

0 

Total 

61.S 

0 

aa 

i 

10 

ac. 

42 

7 

40 

‘»7 

10 

42 

al 

() 

65 

45 

10 

67 

44 

12 

02 


12 

05 

51 

17 

100 

20 

7 

106 

25 

6 

111 

55 

12 

Total 

425 

100 

Kxpected (5:1; 

400.5 

i.5a.5 

I)e\ lation 

24.5 

24.5 

Mean error 

10.01 

10.01 
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^di^roe number of 
F 2 plants 

Gieen 

Cireenisli \<.4I 

27 

no 


4 

;n 

47 


4 

VA 

54 


1 

sr» 

41 


i> 

s7 

la 


4 

M) 

29 


0 

107 

sa 


r. 

loy 

r;7 


0 

110 

Oo 


•> 

1 la 

IK 


*> 

iri2 

a4 


4 

Total 

4Kr> 

1 

1 


K\p«‘rt(*d (15:1) 

4.S6.5fi 

i 

a2.4l 

L)r\iation 

->1.5C» 

1 

1 

f I .r>r. 

Mean eri(»r 

5.51 


5.51 


IV. FLOWER (’OLOUR. 

As for Howor colour, ;i rnonohyhricl ratio was obtained in and 
Fx generation. Thus my results entirely coincide with N\(iAl’s. Data 
arjt* shown in I'able 7. 


TAHI.K 7. 

Flowci « olour in F^ ^ononilion. 



Purple 

White 

Ofiscrv ed 

j *»*> 


Expretrd (.’M) 

119.25 

;)9.75 

l)o\i«ition 

4 - 2.75 

-2.75 

Mean «Tror 

5.40 

5 .40 

Flower 

coliiur in F; i^eneralion. 



' Purple 

White 

Observed 

500 

152 

E\pe<“ted (a.-l) 

4s9 

loa 

Deviation 

411 

- 11 

Mean error 

11 .90 

11.00 
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V. SIZE OF SEEDS. 

The seeds of “ Keitomamc' ” are small and those of ‘‘ Kurakake ” 
are lar«(% and the size' of th«‘ seeds of F, plants are about intermediate 
between the size of th(' parent seeds. Tlu‘ data of the panmts and 
F| are as follows. 


TABLE S. 


Mfiin \alui‘ 

Nuinl)or of seeds used 
for measuieiiient 


F(‘*Keit6”j lM“Kura‘’) 

1 . *S(» mg. .^.(>1 .r>l mg. 


IM 


170 


mg. 




Standard deviation 


127). f;a mg 


40.7)8 mg 


.‘10.47 mg. 


Mean error of mean . 

value O.M.ng. 


(».2r)mg 


0.or*mg. 


S(»gr<'^ation in Fj and l'\ is very complex, and no description is 
given her(\ 


Vi. IIILUM AND SADDLE PATI’EKN COI.OUK. 

Roth paren! plants differ in hiluni colour. In the s(‘eds of 
“ Keitnmame ” it is brown, while in th(‘ seeds of “ Kurakake ” it is 
black. The F, plants resulting from the* cross between these parents 
bort' s(*(»ds with the black hilum like that in the seeds of “ Kurakake 
In th<‘ F. generation, segregation occurred in the ratio, black and 
1 brown. The data are given in Table 9. 


Table t). 


1 

l)la< k 

Brown 

1 

()bser\ ed j 


.*17 

E.\pected OLl) j 


ay. 77, 

Di*\ lation 

+ 5!.76 

- 2.77) 

Moan error 

6.40 ] 

5.46 
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WooDWOin’H reports a datum ronemiinK th(‘ liilum colour inherit- 
ance. lie says Black hilum is dominant to brown hiluni, and in 
Fj a ratio of 9 black to 7 brown was obtained. This indicat(*s that 
there are two factors, (‘omplements of (\ich other, which an' necessary 
to produi’e black hilum. In the absenct! of either one or both, the 
hilum is brown.” Owing to the difference of the materials, he has 
obtained a different segregation in generation. 

The seed of '‘Kurakake” has a saddle pattern around the hilum 
and “ Keitomame ” has no saddle. In Fi generation, only a faintly 
coloured portion is discernibh' around the hilum (PI. XXVI, Fig. 2). 
Segregation occurred in monohybrid ratio in Fj generation. The* data 
are shown in Table 10. 


TAHI.E 10. 



No sudfllo 

Stiddlo 

Obsen 

111 

48 

Kxp('< ioct (.*Mj 


:ni.75 

1 )c\iation 


1 s.tir) 

Moan frror 

o , 4C) 

o . 4r> 


Nanu'ly, the saddle* pattern in soy-bean is iH'cc'ssive to the non- 
saddle pattern. Th<' fiattern colour is always the same as the hilum 
colour. So it appears that an allelomoryihic pair Rr is concernt*d 
with the colour of the both parts of the si'cd. Both parts becomi' 
black in colour with tin* existence of R, and become brown in the 
abs('nce of R. To exjilain the saddle |)attern, it is ni'cessary to assume 
an inhibiting factor K. Thus “ Kurakake ” has the composition RRkk 
and ‘‘ KeitomaiiK* ” rrKK, and Fi RrKk. In Fj gen('ration, dihybrid 
segregation in the' ratio 9 : : 3 : 1 was seen. 3'he data are shown in 

Table 11. 

In the Fs generation, the plants with brown hilum and brown 
saddle* bred true for these characters. The other Fi plants bn*d 
differently. Some examples are shown in Table 12. 
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Table ii. 



; Black hilum, 

1 non saddled 

Observed 

t 

' 82 

Expected (9 : " : .‘J : 1 ) 

S9.4 

Deviation 

-7.4 

Mean error 

i 6.25 


Black hilum, Brown hilum, ; Brown bilum, 


saddled 

' non saddled 

1 ! 

1 saddled 

40 

1 

: i 

1 

1 8 

1 

29. S 

! 29. S 

; 9.9 

\ 10.2 

o.s 

1 i 

- 1.9 

4.92 

1 

I 4.02 

;i.05 


•TABLK 12. 

A. Progenies of plants iH'uring seeds iion-.saddIed, with blown hilum. 


Pedigree number 

Brown hilum. 

i Brown hilum, 

of plants 

non-saddled 

1 

' saddled 

1 

64 (rrkk) 

54 

0 

05) 

n7J 

► frrKk) 

:;9 

49 

14 

17 

Totid 


ss 

31 

Expected f.*!:!) 

S9.25 

29.75 

Deviation 

-1.25 

4-1.25 

Mean 

error 

4.72 

4.72 

B. Progenies of Ej 

plants healing seeds with hlatk saddles 

Pedigree number 

Black hilum. 

Brown hilum. 

of plant*! 

sadrlled 

saddled 

4 


; OK 

11 

i;j 



16 

27 


24 

9 

28 

.^1 

(Rrkk) 

' 40 

.*16 

11 

J3 



27 

6 



22 

8 

40 J 


»»o 

12 

I'otal 


1 2.39 

1 

80 

Expected (.3:1) 

24.n.7.'> 

81.25 

Deviation 

-4.75 

4*4.75 

Mean 

error 

, 7.81 

7.81 
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C Progenies of Fj plants bearing seeds non-saddled, with black hiluni. 


Pedisree number 

Black hilum, 

1 Black hilum, 

Brown hilum, 

Brown liilum, 

of plants 

non*saddlecl 

saddled 

non*saddIed 

saddled 


39 

' 0 

0 

0 

]{?[(RRKK) 

.34 

57 

0 

0 

0 

0 

0 

0 

II2I 

.35 

0 

0 

0 

Total 

165 




.S61 

29 

14 

0 

0 

89 

27 

9 

0 

0 

92>(RRKk^ 

29 

16 

0 

0 

100 

.31 

5 

0 

0 

107' 

64 

20 

0 

0 

Total 

ISO 

64 



K\perted (3 1 ) 

1S.3 

61 



Deviation 

,3 

-f.3 



M(*an error 

6.76 

6.76 




''■3 

l[|!|(RrKlO 

l6«) 

93 

6.3 

25 

21 

0 

0 

0 

9 

14 0 

16 0 

15 0 

9 

1 otal 

130 


.54 

Expected (.J 1; 

1 . 3 s 


46 

Deviatjoii 

S 


4 8 

Mean eiror 

5.88 


5.8S 


,s2l 


22 

4 

(‘) 


S7 


24 

12 

7 


8S 


.30 

S 

9 

4 

91 


26 

() 

8 

4 

9.5 

98 

(RrKk; 

.36 

40 

12 

10 

ir> 

14 

.5 

0 

9i» 


.31 

9 

5 


los 


22 

7 

4 

.3 

11.3 


24 

9 

12 

5 

152 


20 

8 

5 

4 

'I'otal 


275 

88 

85 

.34 

Expt‘Cted (9:. 3;. 3: 1 ) 

271.126 

90.. 375 

90.375 

30.125 

Deviation 

+3.875 

2., 375 

5.. 375 

+ 3.S75 

Mean error 

10.89 

8.57 

8.57 

5.. 31 
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As a matter of course we can distinguish two kinds F. individuals 
bearing the seeds with black saddle. In genetic composition the one 
is Rrkk and the other is RRkk. Rrkk individuals can sometimes be 
detected at a glance from the RRkk, because the seeds of those 
plants (Rrkk) have often brown flecks scattered through the black 
area. In my reserch only the individuals with such a peculiarity wen* 
chosen for the examination of F, generation. Table 12, B does not 
contain, as a consequen<ie, any data concerning the plants of the other 
type (RRkk). 


SUMMAKY. 

1) The fasciation ol the stem is caused by single genetic factor 
which is recessive to the factor for non-fasciation. Some flowers on 
the fasciated individuals have two or more pistils. The pods produced 
on such a flower differ considerably from the normal ontjs. 

2) Parents and F, plants have normal green leaves. But concerning 
this point segregation occurs in Fj in the ratio, 15 gn'on : 1 chlorosis. 
This result was ascertained in the ('xamination of Fh generation. 

3) The purple flower colour is dominant to the white. 

1) The seeds of “ Keitomame ” have the brown hilum and no 
saddle pattern, and those of “ Kurakake ” have the black hilum and 
black saddle pattern. ITie seeds of F, plants arising from the cross 
between these two have the black hilum and no saddle pattern. In 
the Fj generation the dihybrid ratio 9 ; 3 : 3 : 1 was observed. 

In conclusion the writer wishes to express her cordial thanks to 
Prof. M. Tahaka for his kind suggestion and criticism throughout 
the course of this work. 



INHERITANCE IN (iLYCTNE SOJA 


589 


LITERATURE CITED. 

1) Nagai, 1. 1921. A i^enelico-physioloRical sturly on tho formation ot anlhor\anin 

and brown pigments in plants. Journ. Coll. Arfic. Imp. Univ. T(»kvo, Vol. 
8, No. L pp. 1“92. 

2) Nagat, I. and Saiio, S. 1923. Linkage factors in soybean Jap. Journ Hot, Vol. 

1, No. 3, pp. 121-138. 

3) Nagai, I. 1926. On the inheritance of 8oy*bean (In Japanese). “Nog\<» o\ohi Engei’\ 

Vol. 1, No. 1. pp. 4-14. Vol. 1. No. 2. pp. 107-118. 

4) TAKAiiASHf, Y. and Fukuyama, J. 1919. Morphological and geneiic studies on (In* 

.soy-bean (In Japanese). Hokkaido Agiu Exp St., Rep No. 10 pp 1- 100. 

5) Tkrao, H. 1918. Maternal inheritance in the soybean. Amern Nat , Vol 52, pp. 

.51-56. 

6) W(X)nW0RTH, C. M. 1921. Inheritance of cotyledon, seed-coal, hilum and [iiihcscetKe 

colours in soy-bean. Cenetics, Vol. (), pp t87-.553. 

EXPLANATION OF FLA I E. 

Fig. 1. The both parents. xl/.5. 

Eig. 2, The two left in above line, ** Keitomarne ”. The other two in the sarm* 
line, “Kurakake”. 'I'he two below F|. XL 
Fig. 3. Anomalous pods produced in floweis which have two pistils 1 






Rhizoidenentwicklung im Embryo von Cystophyllum. 


Von 

Sakuichi Okabe. 

(Biolo^jischrs Institut dor Kaisorlirhen TAhoku UnivorsitSl, Sendai;. 

Die Ictzten Untersuchungen von Tahara iiber die Rhizoidenbildung 
bei der Embryogenese verschiedener Arten von Fucaceen haben neue, 
intoressante Resultate gebracht. Betreffs der Rhizoidenbildung bei der 
Embryogenese von Cystophyllum sisymbrioides publizierte er schon 
vor sechzehn Jahren eino kurze Mitteilung. Dort sehreibt er: „The 
segmentation process in the rhizoid cell of this })lant differs considerably 
from that above described ; that is, in this plant before the rhizoid 
formation begins, the rhizoid cell is already divided into about 30 
small cells. Text-fig. 3 is the surface view of the rhizoidal portion 
of the sporeling and text-fig. 4 presents a median longitudinal section 
of the same. In the figure, we can see the two-storied arrangement, 
a state which is never found in Sargossum.** 

In diesem Friihling begab ich mich, auf Anraten von Herrn Prof. 
Dr. M. Tahara, nach Mi.saki zur Biologischen Station der Kaiserlichen 
Tokyo-Universitat und beobachtete eingehend die Kntwicklung der 
Rhizoiden dioser Algc. Am 17. Marz 1929 konnt(' ich an der Kiiste 
von Misaki zum ersten Mai die Oogonien von Cystophyllum sisym- 
hrioides sich sehr iippig entleeren sehen. Dieses Material dientc zu 
meiner Untersuchung. 

Wie Tahara schon bemerkte, sind simultan entleerte Oogonien 
von unzahligen, sich verwirrender Paraphysen an den Rezeptakeln 
befestigt. Vor der Zeit der Oogonienentleerung sind die Paraphysen 
noch kurz und bestehen aus ciner Reihe von 11-15 Zellen. Im 
Moment der Oogonienentleerung verlangern sie sich sehr rasch ohne 
weiterc Vermehrung der Zellen, durchbrechen vermdge ihres gewaltigen 
Drucks die Aussenwand des Konzeptakels und wachsen dann geradlinig 
langer und linger. Wenn die Oogonien aus den cben gebildeten 
Offnungen entleert werden, so verwirren sich die Paraphysen allmahlieh, 
indem sie sich urn die Oogonien schlingen. 



592 


S. OKABE 


Bci der Keimentwicklung wird die Oosphare zuerst dutch eine 
Querwand in zwei beinahe gleiche Zellcn geteilt, dann sondert sich 
eine linsenformige, sugonannte Rhizoidzelle mit einer zweiten Wand, 
die mit der ersten parallel lauft, an oinem Ende des Embryos ab. 



lext-fig. 1. Cystophyllum sisymhrioides, 

a, FrUheres Stadium dor Keimontwicklung. Die Rhizoidzelle ist an dem unter- 
sten Ende differenziert und schon dutch die erste Wand geteilt. 
h, Ein spateres Stadium, etwa acht Tage nach Oogonienentleerung. Die Rhi/.oirien 
sind gut ausgebddet. ca. X 160. 


Die Rhizoidzelle wird durch funfmal aufeinander folgende Zellteilung 
in 32 Zellen geteilt. Aber es ist fast unmoglich, die Einzelheiten der 
Rhizoidenbildung am lebenden Material zu verfolgen, weil die Rhizoid- 
zelle mit zahlreichen Kdrnern, die wahrscheinlich eine Art Ernahrungs- 
stoffe sind, erfiilit und 'sehr undurchsichtig ist. Deshalb habc ich 
gefarbte Mikrotomschnitte von ihr untersucht. Bis zur vierten Teilung 
der Rhizoidzelle stehen die Wande regelmassig immer auf einer der 
vorhergehenden Wande fast senkrecht. Text-fig. 2. a zeigt die Polan- 
sicht des IBzelligen Stadiums, wo die vierte Wandbildung eben 
vollendet und Text-fig. 2. b dasselbe Stadium in Langsschnitt. Die 
zentralen vier Zellen sind viel schmaler als die anderen. Die fiinfte 
Teilung geht so vor sich, dass jede der zentralen vier Zellen merk- 
wurdigerweise durch eine Querwand zwcistockig geteilt wird, wahrend 
die anderen, an der Peripherie liegenden zwolf Zellen ihre neue Wand 
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in dcr gleichen Weise wie in den vorhergehenden Teilungen sich schaffen. 
Text-fig. 2. d bietet die Polansicht eines Querschnitts des die fiinfte 
Teilung schon vollendet habenden Stadiums, wo 28 Zellm bemerkbar 
sind, aber im Langsschnitt kann man den zweistockigen Zustand gut 
erkennen (Text fig. 2. c). 



Toxt-Hg. Z. Cystophyllum sisymhrioulvs, 

a, Querhchnitt dos t6zellij<en rhizoidalen 'IVils. b, L.angss(.'bnitt desselben Sta- 
diums. c, Langsschnitt des 327.elliKen Stadiums. Dcr zweistdrkige Zustand 
ist zu sehen. d, Dasselbe Stadium im QuerM-hnitt. c, Querj»chnitt des obcren 
Teils dor Hhizoiden im noch fortgcschriltenen Stadium, f, Dasselbe Stadium 
im (iuerschnit des unteren Teils. g, Dasselbe Stadium irn Lkngsschnitl. x320. 

Nach der fiinften Teilung verlangern sich, mit Ausnahme der vier 
oberen Zellen im zweistockigen Zustand, die 28 Zellen ohne weitere 
Zellteilung als Rhizoiden. Der Zustand des Embryos etwa arht Tage 
nach Oogonienentleerung ist in Text-fig. 1. b wiedergegeben. Die 
zentral liegenden Rhizoiden wachsen etwas schneller als die peripheren. 
In diesem Stadium wandert der Inhalt der Rhizoiden allmahlich zu 
ihrer Spitze. Wahrend die 28 Rhizoiden linger werden, vollzieht 
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sich in den vier oberen Zellen cine noc hmalige Teilung, die mit dc?r 
Langsachse des Embryos parallel verlauft, und jede Zelle von ihnen 
verlangert sich als ein Rhizoid, indem si(? die Interzellularraume der 
benachbarten friiheren Rhizoiden durchlauft (Text-fig. 2. e. f und g). 

Etwa zwei Wochen nach der Oogonienentloerung veranderen sich 
die untersten, an die innercn Rhizoiden angrenzenden Leibeszellen ; 
diese Zellen werden namlidi sehr plasmareich und verlangern sich 
allmahlich zu Rhizoiden (Text-fig. 3. a). 

In den oben boschriebenen Entwi<*klungsvorgangen der Rhizoiden 
kommen manchmal einige LJnregelmassigkeiten vor, z. B. nach der 
fiinften Teilung tritt zuweilen eine nochmalige Teilung in den an der 
Peripherie liegenden Zellen auf (Te\t-fig. 2. e, unten, rechts). 



a, Cifitnp/iyllum stsyrnbrwnif^. Langssihnitt des Embryos im 
weit spatcrein Stadium, wo einige Rhizoiden \on den Leibeszellen fjebildet sind. 
b, e, d und <*, Cystophiillum Turnert, Kinige Stadien der UhizoidenentwicUunR. 

Bei meinem Aufenthalt in Misaki konnte ich glucklieherweise auch 
einige Stadien der Rhi/oidenentwicklung von CusUrphyllum Turneri 
an auf die Kiiste getriebenem Material bt'obachteii. Text-fig. 3. d, e 
und c stimmen je mit Text-fig. 2. b, c und d uberein. Text-fig. 3. e 
vergegenwartigt den zweistockigen Zustand auch doutlich. Obwohl 
ich die weilere Entwicklung der Rhizoiden dieser Alge nicht verfolgen 
konnte, vermute ich, dass die Entwicklungsvorgange wohl in der 
gleichen Weise wie bei Cystophyllum sisymhrioides vor sich gehen 
diirften. Die Oogonien und Keimlinge von Cystophyllum Tumeri 
sind viel kleiner als die von Cystophyllum sisymbrioides. 
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An der Kiiste von Nordjapan wuchert eine andiTe Art von 
Cystophyllum, d. h. C. hakodatense. Ich werde b(‘i nachster Golegen- 
heit diese Alge embryologisch studieren. 

Nach Taharas Untersuchungen, die neuerdings durchgefiihrt warden, 
werden die Rhizoidzellen von Sargassum and Coccophora dur(‘h drei 
aufeinander folgende Teilungen in acht Zellen geteilt, and in diesem 
Stadium beginnt die Uhizoidenbildung. Es ist eine interessante 
Tatsache, dass die dritten Wande bei Sargassum Homeri radial, 
dagegen bei Coccophora IxingsdorfU auf den vorhergehendi'n ganz 
senkreeht gebildel werden. Also verlaufen bei der letzten Pllanze 
die Wandbildungen bis zur dritten Teilung ganz gleich init Cystophyllum. 
Das Auftreten noch vielmaliger Teilungen der Hbi/oidzelU' bei Cyskr 
phyllum darf als Kennzeichc'n hoch differenzierU'i* Organisation dieser 
Alg(‘ gelten. 

Zum Schluss moehte ich Herrn Prof. Dr. Naoiiide Yatsu, Direktor 
der biologischen Station zu Misaki, and Herrn Prof. Dr. Masa'IO 
Tahara meinen herzlichen Dank fur ihre freundliche UnUMstiitzung 
aussprechen. 

den 25. Sc'pteinber 1929. 
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On the Number of Ganglion Cells in the Suprapharyngeal 
Ganglion and in the XXX. Ventral Ganglion of the 
Earthworm, Pheretima megascoUdioides 
(Goto and Hatai). 

By 

Hideomi Tuge. 

(Institute of Biology, T6hoku Imperial University, Sendai). 


I. INTRODUCTION. 

In this investigation I tried to determine the* number ol ganglion 
cells in the suprapharyngeal ganglion and also in the XXX. ventral 
ganglion ol the earthworm, Pheretima megascoUdioides^ (Goto and 
Hatai) (=Syn. Perichaeta megascoUdioides). 

Ogawa (’28) in this Institute already determined the number of 
ventral ganglion cells in the three other species (P. commnnissima, P. 
hilgendorfi, P. vittata) of Pheretima, but the suprapharyngeal ganglion 
has not yet been examined. 

Imai (’28) also published anatomical studies on distribution of the 
nerves arising from the cerebral ganglion and the ventral nerve cord, 
but no observations were yet made concerning the number of ganglion 
cells contained in these ganglia. 

Since Pheretima megascoUdioides is one of the largest earthwomis 
measuring almost feet when fully extended (Hatai, ’24), and 
found commonly in Japan, and hence, owing to its larger body, this 
worm can be utilized for various physiological investigations, further 
data concerning the nervous organs seem highly desirable to possess. 

41. MATERIAL AND METHODS. 

The materials employed in the present investigation, wore collected 
in the neighbourhood of the City of Imahani in Shikoku. Of those 
specimens used for counting the ganglion cells the following body 
measurements were found: 
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No. of 

Body length in cm. 

Body weight 

■-pi'C'itnens. 

(under anac^sthesia) 

in g. 

(A) 

about 15 

7.4 

(B) 

about 19.5 

10.5 

(C) 

about 14.5 

6.4 

(D) 

about 18 

8.7 

All the earthworms 

were adult, and were also 

in normal healthy 


condition. 


Th(‘ specimens were fully narcotized in keeping those in 20 % 
alcohol for about 6 hours and the body was opened along the median 
dorsal line of the anterior part (specimen (A) and (B)). The pharynx 
was removed so as to expose clearly the circumpharyngeal connective 
ring. The circumpharyngeal connective ring was then cut on both 
sides and the suprapharyngeal ganglion was finally removed from the 
surrounding and supporting tissues. 

The specimens, (C) and (D), were used for the purpose of enumera- 
tion of the number of ganglion cells in the XXX. segment. The 
reason for chosing the XXX. segment was firstly the relative simplicity 
of this segment with respect to the presence or absence of various 
organs and secondly to compare th(‘ present results with the number 
of ganglion cells counted by ()(;awa (’28) on this same segment of 
three other species. 

The ganglia were fixed in 80 alcohol and pai’affine sections were 
made according to the usual procedure. The serial sections 10 micra 
thick were made and stained in 1 % solution of toluidin blue in water, 
differentiated by anilin alcohol consisting of 1 vol. anilin and 9 vols 
absolute alcohol. 

Instead of counting the cell bodies directly, the cell nucleolus was 
recorded as was practiced by Hatai (’02) and by Ogawa (’28). All 
necessary precautions were taken in avoiding possible mistakes of 
counting twice the same cell, owing to the frequent presence of the 
two nucleoli in one cell body, and so forth. 

In fact I found 88 cases of presence of two nucleoli in the ganglion 
cells of specimen A and 68 cases in specimen B, while 41 cases in 
specimen C and 52 cases in specimen D, or on the average 0.8 96 of 
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the number of ganglion cells in the case of the suprapharyngeal 
ganglion and 396 in the case of the ventral ganglion. The latter 
ratio agrees entirely with that of Ogawa on the ventral ganglion cells 
of other spet'ies of Pheretima. 


•The connective tissue cells or glia cells which are abundantly 
found both at the margin and among the ganglion cells, may be 
easily distinguished from the ganglion cells from th(‘ following chara- 
cteristics. In the connective cells, the cell membranes are indistinct 
and the nuclei alone are distinct. The nuclei are either ellipsoid or 
round in shape, and in the latter case they are usually deeply stained 
as the nucleoli, while in the ganglion cells the cell membranes are 
distinct and the nuclei appear clear containing less chromatic granules. 
The ganglion cells are usually larger than the connec-tive tissue cells. 

III. REStir.TS OF THE ENUMKHATION. 

(1) The number of ganglion cells in the XXX. segment. 


Specimen C 

Number of the serial st'ctions. 76. 

Number of the ganglion cells. 1544. 

Specimen D 

Number of the serial sections. 57. 

Number of the ganglion cells. 1588. 


The number of ganglion cells in the X.XX. segment is compared 
with that of the three other species of Pheretima (P. communissimoy 
P. hilgendorfiy P, vittata) counted by Ogawa in the following table : 

Author j TufiE I OciAWA (’52^) 

Species j P. megascoltdioides I P, communissima , P. hilgendorfi. P. vittata 

No. of ganglion ! ' 

cells in the XXX. ( I 120S 1171 1141 

segment. | ; 'I 


We clearly notice then that the number of ganglion cells in the 
XXX. segment of Pheretima megascolidioides is larger when compared 
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with the other Pherethna. An actual difference in the number of 
ganglion cells between the earthworm examined by me and the averages 
given by those species examined by Ogawa is 393 in favor of the 
former species. This difference of 393 ganglion cells is by no means 
large but since Ogawa’s work shows astonishingly smaller individual 
variations in the numbt*r of ganglion cells, we may be justified to 
conclude that Pheretima megascoluUoides possesses a larger number 
of ganglion c(*lls in the XXX. segment when compared with the other 
three speck s under consideration. This difference a|)pears to me due 
to the difference in th(' size of body of these worms. 

As the present species is perhaps the largest Pheretima in Japan, 
naturally the surface of the segment should be much greater than in 
other smaller bodied worms and as the consequence the former species 
would require n'latively larger number of th(' nervous supply which 
in turn demands correspondingly larger number of ganglion cells. 

Findings of Ogawa that the presence of the prostatt' glands is 
associated with considerably larger number of ganglion cells in that 
segment when compared with the individual which belongs to the 
same speck's but happens to lack the prostate, seem to support the 
present view that normally the greater body surface would be associated 
with correspondingly greater number of ganglion cells and vice t^ersa, 

(2) The number af ganglion cells in the suprapharyngeal ganglion. 


S[)ecimen A 

Number of the serial sections. 80. 

Number of th(' ganglion cells. 9947. 

Specimen B 

Number of the serial sections. 121. 

Number of the ganglion cells. 1I6H). 


I ha\e also counted in one case, si>ecimen It, the niimher of i^un^Iion cells 
in the ganglionic thickening roiTes|>onding to thi* enteric nerve ( See, Imai, Figs. 
1, 3), and found 757 in it. 


The number of ganglion cells in the suprapharyngeal ganglion was 
found to be 9949 and 11640 respectively or 10793 ganglion cells on 
the average. 



ON THK NUMBKK OK (iAXCHJON CKLLS f)()l 

From the work of Imai, the number of nervc's arising from the 
ventral ganglion is i pairs while the numlxT of nervc's arising from 
the suprapharyngeal ganglion is 10 pairs. 'Fhe number of ganglion 
cells in the ventral ganglion is 1566 on the average' while the number 
of ganglion cells in the suprapharyngeal ganglion is 1079.‘1 on the 
average. The ratio of the number of ganglion cells in the ventral 
ganglion with that in the suprapharyngeal ganglion is 1566 to 10793 
or 1:6. On the other hand between the number of nerves arising 
from the ventral ganglion and those arising from the suprapharyngeal 
ganglion is 1:10 or I : 2,5. 

From the above w<" note that while the number of nerves Irom 
the latter exceeds 2.5 times that from th(' former, th(' number of 
ganglion cells in the former exceeds 6 times that of the latter showing 
that the supraphaiyngeal ganglion contains relativc'ly a much grt'atiT 
number of ganglion cells in the suprapharyngeal ganglion than in the 
ventral ganglion when compared with the relative increase of th<‘ nei ves. 

Again we notice that in the ventral ganglion one pair of nei’ve is 
associated with 392 ganglion cells, while in the suprapharyngc'al ganglion 
one pair of nerve is associated with 1079 ganglion cells, or in other 
words the pair of nerv(' in the suprapharyngeal ganglion is associated 
with nearly 2.5 times more cells than the pair of nerve in th(* ventral 
ganglion. 

Whcither oi* not this excess of ganglion ct'lls is n'])resented chiefly 
by the ganglion cells which give rise to the association fibers or this 
apparent excess merely indicates that each nerve involves more 
individual fibers in the suprapharyngeal ganglion than in the ventral 
ganglion, remains to be s('<*n from the futun' investigation. 


'Fhe mean value of the size of the ten largest ganglion cells found 
in four consecuting sections in the suprapharangeal ganglion, I found 
27 micra in long axis, 18 rnicra in short axis while its nucleus gave 
12 micra in long axis. Tin? size of the smallest cell body was within 
8 micra in long axis, its nucleus was about 5 micra resp(‘ctivelv. 
Similar determination in the ventral ganglion showed that the largest 
cell body measures 30 micra in long axis and 25 inicra in short axis 
having the nucleus of about 15 micra in long axis. 3'he smallest gav(' 
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the size of 7 micra in long axis and its nucleus was about 5 micra 
in long axis. 

According to Ogawa in Pheretima vittatOf the larges ganglion cells 
have a dimeter of less than 18 micra and the nucleus of 12 micra, 
while* the smallest have diameter more than 6 micra and the nucleus 
of 4 micra. These measurements of Ogawa thus differ considerably 
from these of mine. Whether this difference may bo explained from 
also the difference of body size between the earthworms used, needs 
furtlier investigation. 


IV. SlTMMAFtY. 

(1) 10793 ganglion cells are found in the suprapharyngeal ganglion 
and 1566 ganglion cells in the XXX. ventral ganglion. 

(2) Significance of th(*se numbers when compared with the number 
of ganglion colls found in the three other species of Pheretima by 
Ogawa, and with th<* distribution of the nerves arising from the 
suprapharyngeal ganglion studied by Imai, is discussed. 
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Effect of Anions in Chemical Stimulation in the 
Holothurian, Caudina chilensis (J. MOller).>) 

By 

'Foshihiko Yamanouchi. 

(ZoologiL'dI Laboratory, Collrgo of Science, Kyoto Imperial llnivcrsit\ ) 

1. INTRODUCTORY NOTE. 

It is well known that in the invertebrate animals cations are more 
effective than anions as chemical stimuli in neutral inorganic salts 
(Pakkkk & Metcai.F, 1906). In consequence of this, tht' proof of 
the differential stimulation of anions is generally more didicult than 
that of cations. In such case, the only method remaining for us is 
to increase the number of observations and to verify the experimental 
facts strictly, to determine whether they have a significance In-yond 
the limit of errors. 

The effects of anions of inorganic salts have been hitherto studied 
in various animals; in Holothuria (Crozier 1915), in Ascidia (Hecht 

1918) in Allolobophora (Irwin 1918), in Chiton (Arev & (.'rozier 

1919) and in Chromodoris (Crozier & Arey 1919). The salts used 
as stimulants by these authors are all potassium .salts, which are the 
strong irritating reagents for invertebrate animals. Recently Loi'.it 
(1924 pp. 15, 129) proposed an opinion which denied the existence of 
the well known Hoemeister’s lyotropic series, from his extensive works 
on colloid chemistry. But his conclusion was strongly opposed by 
some writers, for instance by BANCTOEf (1916, p. 340). 

At present it is a problem of the first importance in the physiology 
of reception to ascertain whether such lyotropic effect exists or not in 
chemorcception for inorganic salts. In my pnwious paper, I reported 
on the experiments concerning the chemical stimuli in Caudina chilensis 
to some detail, and also touched briefly on the effect of anions (1929 
pp. 94, 103). In this report the problem above mentioned is mainly 
discussed in the simplest case using the most common i>otassium salts. 

'JA contribution from the Marine Biological Station, Ammushi, Aomori-Ken. 
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The investigation was carried on in July and August, 1928, at 
the Asamiishi Hiological Station. 1 wish here to express my sincere 
thanks to Prof. Hatai for his kind din^ction and encouragement, and 
also to Assist. Prof. KoKUlU) and Assist. Tamiika for their kind 
friendship throughout the course of the investigation. 

II. MRTHOL). 

Caiidina is a Holothurian which dwells in the sand of the sea 
bottom n(‘ar the station. The animals used in this experiment were 
all adult individuals of medium body si/e. Th(' young or extremely 
old ones w^ere avoided as material for experiment (compare Yamanouchj 
1929, Table 21). The animal was collected just before the experiment, 
and was placed on a cloth spread over the edge of a glass jar of 
about 2 litr(‘ content. Only the portion to be stimulated was exposed 
to the air by the adjustment of the cloth, and after the stimulation 
it was immediately lowered into sea water. 

Stimulation was effected by a local application of about half a 
c.cm. of the solution U{)on the middle legion of the trunk (we distin- 
guish the animal into two parts, the anterior bulky part which is 
called the trufik and the remainder posterior slender part which is 
called the tail), 'Fhf* animal responded to this local stimulus with 
the local stimulus with the local contraction of the muscles of the 
region stimulated (objectively the local depression of that part). 

The intei’val between successive* stimulations was about three minutes. 
The app(*arance of the body surface was always observed with care, 
and successive stimulation was continued only wIkmi the part previously 


No. .)f 

KCl 

KoSO^ 

KNOj 

KBr 1 

Kl 

^peciment 

0.2 m 

0.1 M 

0.2 M 

0.2m 

0.2 m 

21 

1 

*> 

3 

4 

5 

22 

5 

r 
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4 

25 

4 

r» 

1 
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3 

26 
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5 
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2 
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2 
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4 
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1 
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5 
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1 

r> 

30 
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1 

6 

4 

3J 

«} 

1 

5 
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32 

1 
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2 


and so on. 
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stimlated regained its normal appearcinc<' after the stimulation. The 
part once stimulated was avoided in further stimulation. As a measure 
for the stimulating power of various reagents, the reaction time was 
measured with a stop watch. The order of r('ag(*nt in stimulation 
was changed for each animal as in the above manner (the number is 
the order of stimulation). 

Chemicals used were of following preparations ; 
hydrochloric acid (Merck’s reagent), glycocoll (Kahlbaum, for enzymatic 
study), sodium chloride (Kahlbaum, for analysis), potassium chloride 
(Kahlbaum, for analysis with garant table), sulphates nitrate, bromide 
and iodide of potassium (Merk’s extra pure crystal). 

Caudina is reactive to more highly hypertonic solutions than its 
environment, but not reactive to hypotonic solutions, including distilled 
water (Yamanouciu 1929 p. 91). So it goes without saying that the 
solution used in thes(' experiments gave no osmotic stimuli to th(* animal. 

III. EFFECT OF N<)N I()N!7E1) MOI.ECIILK.S 

In comparing the stimulating effi^t of (‘lectrolytes, the most im- 
portant factor is the concentration of ions. The non-ionized part, 
however, must not be omitted from consideration. Choziek (1916) 
pointed out the pn'sence of the potentially ionizabk* hydrogen within 
undissociated acid molecules. For the purpose' of comparing lh<‘ effect 
of the non-ionized part, the same kind of buffer solution is to be com- 
pared as adopted by Hahvey (1920). 

In Caudina it was shown that the wt'aker acid or alkali is more 
effective as a stimulant than the strongcT one when they contain 
approximately equal hydrogen ions (1929, pp. 96-97). In the summer 
of 1928, acid stimulation was reexamined, using Sorensen’s hydrochloric 
acid and glycocoll mixture. The mixture was prepared by mixing 
97.1 c.cm. of 0.1 normal HCl solution with 102.6c.cm. of 0.1 molar 
glycocoll and NaCI solution. This mixture had pH value of 2.1 at 
25“C. (I thank Mr. Kohayashi for his kindness in measuring the pH 
value elcctrometrically by chinhydron-elcctrode). This was diluted with 
distilled water and the ranges having equal hydrogen ion concentration 
were sought by a colorimetric method (as an indicator thymol blue 
after Clark w^as used), for glycocoll mixtun» 
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Thus 


pH 


dilution 


pH 

2.1 

:= 

10 

10 




2.1 


8 

10 


< 

2.2 

2.1 

< 

7 

10 

1 

id 


2.2 

2.1 

< 

a 

10 



2.2 

acid 





2.1 

= 

0.01 

N 


2.2 

2.1 

<1 

0.009 

N 

< 

2.2 

2.1 

< 

0.008 

N 


2.2 

2.1 

< 

0.007 

N 


2.2 

ire 

diluted to 

4 

10 


7 

10 


and O.OOH N HCl 


solution were prepared to have pH value, 2.15±0.05 at 25“C. 


Tabi-K 1, 

<)f Hydrogen ions. 

Fino solutions an* of equal pH \alue, 2.15±0.(,'5 at 


kea< tion time in secontl 
HCI'glvcotoIl mixtun*, diluted to 



H( 1 

4 

5 

0 

7 


0.(i('8 NO 


10 




10 

10 

10 

'Ptiial acid 

o.ns N 

0.0115 N 

0.0244 N 

0.0292 N 

0.0341 N 

KanKes 


2.o-r;.5 

1 .8-2 9 

1 .7-2 9 

1.4-2. 9 

Means 

2.58 

2.00 

2. .87 

2.26 

2.18 

±o.rr9 

±0.100 : 

±0.042 

±0.061 

±0.070 

Standard deviation^ 

0.445 

0.4C0 

0.282 

0.402 

0.466 

(S.I).) 

, ±0.C49 

±0.045 

±0.0.80 . 

±0.04.8 

±0.060 


Temperature (t) in °C ; 2.'^.r> — 25.6 


Number of animal 20 

J) N denotes a normal solution. 

S. D. 

2) The probable error of the mean is ealculated from 0.0746«— 

^ n 

3) The standard deviation and its probable error are calculated from 

K ’ where n is the number of obscr\'ation and 

is the sum of the square of the residual. 
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For each animal five successive stimulations were accomplished, and 
the results are summerised in Table 1. It is clear that the non-ionized 
peu’t of the acid molecules exerts an additional effect in stimulation. 
In Harvey’s study (1920) the intensity of taste was emploeyd as a 
criterion for comparison. The reaction times and the magnitude of 
reaction are intimately related as indicated by the effect of dilution 
in chemical stimulation (Yamanouchi 1929, p. 99). The conclusion 
of Harvey is correct when the reaction times are employed as a 
criterion for stimulating effect. 

III. STIMULATION BY KCL SOLUTION 

"I'he arithmetic means of reaction time are usually i‘mpIoy('d as a 
criterion for the differential sensitivity of animal to various stimulants. 
The detiTmination of the limit of difference from which diflVnmt 
stimulants are put into the order, is the most important thing, but it 
is at the same time a matter in which the author may be utttTly 
arbitrary, if he has no grounds for determining the limit. 

In Table 2 reaction times obtained from 26 animals ar(‘ listed. 
The mean values show apparently as a whole a gradual increase in 
successive stimulation. 


Table 2. 


Successive stimulation by 0.2 KC! solution. For each animul 



fi\e successive stimulations ' 
Number of animal is 20. 

(I— V) are 

macio at 

3 minute 

interval. 

Date 

Auff. 

1 

t ■ No.*^ 

I 

Rea<‘tion lime 

II III 

in second 

IV 


IS 

' 41 

2,2 

i 2.1 

2.1 

2.2 

2.3 


42 

lis 

1 2 2 

2 2 

2.0 

US 


1 4.T 

2.0 

o 2 

2 

U8 

1 .s 


1 44 

1.6 

US 

US 

UO 

2.0 


- i 45 

2.0 

2.0 

US 

2.0 

1.0 


45 

2 ..*) 

2.6 

2.0 

2.2 

o «> 


47 


[ 2.4 

! 2-4 

2.4 

2.4 


: 48 

2.5 

2,4 

1 2 2 

2.S 

») *) 


' 40 

2.6 

2.7 

5 

2.4 

2.5 


1 i 50 

2.6 

2.8 

: 2.6 

2.6 

.3.0 


I _ _l 


1) M is a molar solution. 

2) No. is the number of specimen. 




T. YAMANOLK’HI 


6()8 
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Reaction time m second 


Aut' ' No. 

1 1 


11 

III 

IV 

V 

IS 25 51 ! 

! 2.4 

2.0 

2.2 

2.0 

2.1 

52 

2.0 

o o 

2.1 

2.0 

1.9 

i ' i 

1.7 

2!o 

l.S 

2.2 

2.0 

54 1 

1.6 

1.6 

1.7 

T!?. 

l.S 

1 br> ; 

1.8 

l.S 

2.0 

2.0 

l.S 

- 55 

! 1.8 

1.9 

1 1.9 

1.7 

l.S 

57 ! 

> 1.8 

1.9 

1 2.1 

2.0 

1.7 

! 58 ! 

1 1.9 

1.8 

2.0 

2.1 

l.S 

11> 2a. 5 1 59 

2.2 

2.4 

1 2. a 

2.3 

2.2 

1 fiU 

1 2;r 

1.9 

2.0 

1 .8 

l.S 

; cn 

1 2.6 

2.6 

2.. a 

2. .3 

2.4 

^ 52 

2.8 

I 2.8 

‘±4 

2.6 

2.5 

at) 25.5 112 

2.2 

1.9 

2.1 

2.0 

1.9 

1 11 a 

l‘.s 

1 2.0 

2.0 

l.S 

2.0 

‘ 114 

' o *> 

: 2.0 1 

2.0 

l.S 

2.0 

1 115 

U \ 

' „ 1 

2.0 i 

1 

2.0 

2.0 

Ranges 

1 .6-2.8 

1 

1. R-2.fi 

1 

! 1.6-2. 6 

1. 7-3.0 

Means 

2.11 

2.15 

2.10 

1 2.10 

2.07 

±0.017 

±0.C<15 

±o.o.ao ! 

1 ±0.039 

±0.040 


0.:'52 

0.M2 

0.224 j 

1 0.295 

o.:504 

S. 11 

±o.(m 1 



+ 0.02S 

1 

±0.0211 


So it liccomos nec(\ssary to rearrange the reaction times and then 
to talciilat(' the mean values from the new tabli* for the purpose 
of eliminating th(‘ after effects due to the former stimulus. Table 3, 
rearranged in the sanu' manner as described in Method 11, shows no 
such effect among the means. 


Table 3. 

Siictcssivf stiniuiation by 0.2 m KCl solution (continued). Kc- 
tiir.ingfHl from ihe data f»iven in the Table 2. The method of rearrange- 
ment IS explained in the text. The lelteis a — e merely designati* the 
t (diimns 




Reaction 

times in 

seconds 



fl 

b 

c 

d 1 

e 

Ranges 

1.7-2. 7 

l.(V.3.0 

1.7-2.S 

1.6-2. 6 

1.6-2.S 

Means 

2.12 

2.19 

2.12 

2. OS i 

2.12 

0.03S 

0.C46 

0.035 

0.03S 1 

0.043 

S.l). 

0.2S5 

0.351 

0.272 

0.288 

0.324 

O.C27 

0.03;t 

0.025 

! 0.027 

0.030 
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The difference between the largest and the smallest means are (taking 
the case of the maximal probable error) 

(2.12 + 0.046) - (2.08 - 0.046) =2. 166 -- 2 . 034 -^ 0 . 1 : 12 , 

or thei’e is a difference:' of i 0.066 second on both sides of the mean. 
From this, the apparent activation l)v successive stimulation shown in 
Table 2 seems to be not a decisive one. 

lutviN (1918) reported the initial acceleralic'n on successive stimula- 
tion of the earthworm by 0.1 M KCl solution. In Irwin’s experiment, 
the same portion was successively stimulated. In Caudina the portion 
stimulated was renewed in each stimulation. Therefore' the absence 
of the initial acceleration is rather natural. 

Table 1. 

Successive stimulation by 0.2 m KCl solution f(ontinued). Moans 
<irul standard deviations an* calculated for f*ach animal from the reaction 
time Riven in the Tabh* 2. 


No. 

1 Ranges 

Means 

S.I) 

41 

1 2.1-2.:! 

2.18 + 0.025 

0.084 + 0.018 

•12 

l.S-2.2 

2. 00 + 0. <60 

(i.20o±o.04;: 

4H 

1.8-2. 2 

2.00 + 0.060 

0.200 + 0.04,1 

44 

1. 6-2.0 

1.82+0.045 

O.MS + 0.(‘:52 

4h 

1.S-2.U 

l.!)4+0.(i!!T 

0. (+0+0.010 

4(i 

2. 0-2. 6 

2.26+0.066 

0.21l»±0.0.17 

47 

2.4 2.6 

2.44+0.027 

0. (80 + 0. 010 

4.S 

2 2-2 8 

2.42±0.(i74 

0.240+0.05:5 

4t^ 

2. 4-2. 7 

2.54 + 0.0:52 

' 0.114±0.024 

50 

2 .c-n.o j 

2.72+0.054 

0.170+0.0:18 

51 

2. 0-2. 4 

2.14+0.(51 

0.167 + 0.026 

52 

1.0- 2.2 

2.04+0.('.‘?4 

0.114+0.024 

5:{ 

1.7-2. 2 


0.207+0.044 

54 

1.6-l.S 

1.66 + 0.027 

0.080 + 0.010 

55 

1. 8-2.0 

1 . 88 + 0 . 0 : 5:1 

0.110+0.02.1 

50 

1. 7-1.0 

1 1.82+0.025 

0.(84 + 0.018 

57 

1.7-2. I 

! 1.00+0.('4'*5 

0.158 + 0.0.14 

5.S 

1. 8-2.1 

i I.02 + 0.0:’.0 

0.120 + 0.028 

5t) 

2. 2-2. 4 

2.28+0.025 

i 0.084 + 0.018 

60 

1. 8-2.1 

1 . 02 + 0 . 0:10 

j 0.1.10+0.028 

61 

2.a-2.6 

2.42+0.046 

' 0.1,52+0.022 

62 

2. 4-2. 8 

2.62+0.(154 

1 0.170+0.028 

112 

I. 0-2. 2 

2.02+0.(':50 

, 0.1.10+0.028 

11 a 

1. 8-2.0 

1.92+0.02:1 

0.110+0.022 

114 

1. 8-2.0 

2.00+0.04.1 

1 0.141+0.020 

115 

1. 8-2.0 

i.oo+o.o*^: 

: 0. (+0 + 0. 019 

Total* 



i.6-:lo 

2.11+0.017 

i 0.290+0.012 


* Means and S. D. for the total are calculated from IHO total measurements. 
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The standard deviation (S. D.) in Table 4 is calculated for each 
animal from five reaction times. This is a measure for the error of 
single observation for each animal. No. 46 and 4S give extraordinarily 
large S. D., which seems to be due to a mistake of the observer. 
The S. D. given in each column in Tables 1 - 7 (excepting 4) includes 
two factors, that is, the error for each measurement as indicated in 
S. 1). of the Table 2 and the degree of individual difference. 

From the Tables 2 and 3, it is clear that by the same stimulant 
approximately equal reaction times are obtained. In other words, by 
the same concentration of ions, the same effect is expected. Increasing 
the concentration of the solution, the concentration of ions are increased, 
and the reaction times decreased thereby (Table 5). 

'rABr.K 5. 

Kffect of ooncentralion of KCI solution. 


Read ion timo in socond 



i 0.18m 

O.UtM 

0.20 m : 

0.21m 

0.22 m 

Ranges 

1.<M.4 1 

1 . 0 

1.8-.*?. 2 , 

1.6 .5.0 

1. 4-2.0 

Moans 

S.77 

1 ±0.('96 

2.60 
+ 0.08.5 

2. .56 1 

±0.064 : 

2.24 

±0.058 

2.17 

±0.068 

S. D. 

±0.(T)8 

0.6(1.*? 

±0.0fi0 

0.422 i 
±0.045 ; 

0.;J87 

±0.041 

; 0..‘]87 

I ±0.041 

t 



24. .5 -27.5 



Number of animal 

20 


IV. EFFKCT OF ANIONS. 

The results obtained by five potassium salts in equivalent normal 
solution is given in the Table 6. In which, nitrate and sulphate, 
especially sulphate, are inferiorly effective compared with the other 
three halogen compounds. Iodide is the most effective. The threshold 
concentrations of these salts for chemical stimulation showed the same 
tendency (Yamouchi 1929, p. 93). However, sulphate and nitrate 
are known as less ionizable than the other halides. The true effect 
should be cx)mpared with the solutions containing equal concentration 
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of ions. According to the mordern theory concerning the dissociation 
of electrolytes, total dissociation occurs in aqueous solution of strong 
electrolytes. Even so, the most important point is the activity of ions. 


Table 6. 

Effect of anions of five potassium salts. 




Reaction time in 

second 



K( 1 

i KiSO^ 

KNO; 

KBi 

KI 


0.2m 

' 0.1 M 

1 

0.2 M 

0.2 VI i 

0.2 m 

Ranges 

1.8-2. 9 

1 2.4-.S.4 ' 

2.0-2. 8 

1 .8-2.0 

1.8-2. 6 

Means 

2 .:io 

i ?.«5 

2.41 

2.2.S 1 

2.15 

tO.O.'lS 

1 ±0.046 

±0.041 

; ±o.o;:7 

±0.0.*14 

S. I) 

0.261 

1 0..ni8 . 

0.28:j 

0.258 

0. 2 : 1:1 

' ±0.027 

1 ±o.o.n2 , 

±0.020 

±0.026 

±0.024 

t 



25—27 



Number of animal 

i 


22 




From the data of stoichiometry and the el(‘ctroIytic conductivity we 
know that in sulphate and nitrate the activity of ions is infcTjor to 
the other halides. To check this point, the concentration of these two 
salts should l)e raist^d to some extent. 

Table 7. 

Effect of anions of five potassium sails 


Reaction time in second 


1 

1 

! KCI 

1 0.2m 

K,.S 04 I 
0.126 m { 

KNO, 
0.21.3 M 

KUr 

0 . 199 m 

KI 

0.197 m 

Ranges 

1.8-3. 2 

1 . 9 - 8. 2 

1 

i 1 . 9 -. 3.0 

i 

2 . 0 - 8. 2 

1 . 9 - 2. 8 

Means 

2.45 

±0.059 

2.51 ! 

±0.049 

1 2 Jl7 

±o!b43 

2.46 

± 0.049 

2. .82 
± 0.041 

S. D. 

0.408 

±0.041 

o..n:i7 

±0.0.T4 

0.299 

±0.0:10 

0.840 

±0.0.85 

0.285 

± 0.029 

/ 



25—27 




Number of animal | 
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At pnjsent we do not practically know an exact method of pre- 
paring? the solutions in which the number of the activated ions can 
be kept constant in these potassium salts. The lack of an appropriate 
method forced me to adopt the following procedure : * “ from the data 
on the equivalent conductivity at IS^C (given in T.andolt-Bernstein’s 
Tabellen, excepting the column the dissociation degrees are 

calculated, and inverse-proportionally to this, the concentrations of the 
five potassium compounds in the Table 7 were calculated, such that 



KCI 

KBr 

KI 

KNO, 

' VaKjSO/’) 

rrjunalont fO 

1.10.1 i 

122.:? 

1.31.1 

120.5 

1. 3,3.0 

conductivity 10.2 m 

107. 1 

110.4 

110..5m 

08.74 

S7.7 

1 

di'grcc of di^isociiftion 

0.S.10 1 

0.8.14 

0.844 

0.781 

1 0.050 

reciprocal of the above 

1.205 1 

1 .100 

1.185 

1.280 

! 1..517 

0.2 

" ^ 1.205 

0.2 j 

0.100 

0.107 

0.21.3 

1 0.252 

1 

1 


(1) Cited from Lkwis’ System of Physical Chemistry Vol. 1. U)5dl. 
2) Calculate<l hy interpolation. 


From the Table 3, there is a probability that the difference in the 
mean reaction time reaches ±0.066 second when the number of 
observation is 26. 'Fhis jirobable error must be increased when the 
number of observation is 22 as in the Tables 6 and 7. From the 
table given by Pearson (1914, p. 529) the ratio of the standard 
deviation in both cases becomes (S. D.) n”22/(S. D.) n~26~l.(M)56. 

'rh(‘ probable error retpiired is 10056 x 0.066 =0.072. There- 

fore we .should apply ±0.072 second in the cast' when the number 
is 22. 

Now we must adopt this new probable error, ±0.072 second, 
instead of that given in the Tables 6 and 7, as the former is more 
natural and also includes all the cases of the probable errors within 
its limit. If this assumption is correct, the stimulating effect among 
the five potassium salts in an equivalent molar solution (0.2 N) is in 
the following decn^asing series, 

KI -KBr, KCI, KNO,>72K^SO, 

KI>KC1 

Now the question arises as to the role of the non-ionized part of the 
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molecules (compare the Table 1). In the Table 7, the molar con- 
centration of KCl, KBr, KI are so close togc^ther that the (effect due 
to the non-ioni/ed molecules might be of the sam(>' order. On the 
contrary, the stimulating effect of KNO, and K 2 SO, should be con- 
sidered somewhat postponc'd. From such consideration vve have th(» 
following order among the solutions with approximately e{|ual ionic 
concentration (lable 7), 

Kl -KNO„ KCl, KBr _>K,SO, 

KI>K,SO. 

These series are analogous to the well known HofmeistkkV lvotro]nc 
series (Hober 192b p. 22i). 

Although these five potassium salts stand side by side in their 
stimulating effect, it is sure that among them some differences in the 
effc'ct of stimulation exist beyond any probable' errors of th(' ('\p(‘rim('nt. 

V. DISCUSSION. 

The stimulating c'ffect of potassium salts, when th(\v are applied 
locally to certain invertebrate animals is summarised in the f<>llovving 
table. 


Animal 

Method 

Concen- 

tration 

( )rd<‘r 

Authoi 

Holothuna 

' reaction time 

‘ 0.1 N 

Cr SO, 

('ro/ii u, 1015 

A NVidia 

' limiting con- 
i centration 


l>Br: Ci; NO. 

IlKCHi, iins 

AUolobitphora 

1 reflex time 

0.1— 1).;{ N 

(:i\NO; 

Ik\m\. 1!»JS 

Chiton 

' time occupied 
hy gill reaction 

: '-N : 

CD NO;::: Br::. 1 

ArI'^ & Cro/.ii'r, 
I'.tlli 

Chromodoris 

' amplitude of 

1 reaction 

; ’ N ; 

Cl-Hr-l-NO^ 

C'Ro/teR & Ahky, 
11)10 

('audma 

reaction time 

; ^'-2 N 1 

i;^Bi,Cl, NO.:; so; 



In those cases, the* reaction given by ChiUrn is much differc'iit from 
the other animals. In Chromodoris, four salts give an equal effect. 
But such a simple method as to observe directly the amplitude of 
reaction might not give a decisive result In Holothurm, Ascidia, 
Allolobophora, and Caudina, the orders are proportional to the degree 
of ionization of these salts. Then it bet‘omes an urgently necessary 
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problem to accomplish the experiments with solution having equal 
a)ncentration of ions. It is possible to presume the effect of anions 
from the data obtained from the solutions with equivalent molar 
concentration. Still in such a case it is a questionable problem how 
we can estimate the activity of ions of these salts. As we have at 
present no precise method for preparing such solutions which have 
oquivanlent ionic concentrations in these salts, I can not pretend that 
the method of preparing the solution given in Table 7 is an exactly 
api)ropriate one. However, the result given in the Table 7 seems to 
me to toll the actual role of the anions, more than that given in the 
Table 6. 

There shall be no question as to the fact that the chemical 
stimulation by inorganic salt is accomplished by the ions surrounding 
just the surface of receptor cells. In this case the first important 
factor for stimulation is the activity of ions. The other part of the 
ions which are not activated exert an additional effect in stimulation. 
The existence of the lyotropic effect concerning the .stimulating effec- 
tiveness of potassium salts throws some light on the solution of the 
mechanism of chemical stimulation. But how the effect of anions is 
related is a problem which re<|uires further study. 

VI. SUMMARY. 

1. The conclusion of Harvey as to the effect of the non-ionized 
part of the molecules concerning the human chemical sensation has 
been proved to be right in chemical stimulation of Caudina chilensis. 

2. Five salts of potassium are not equal in their effectiveness in 
chemical stimulation. They are arranged in the decreasing series in 
their strength in stimulation as follow 

in 0.2 N solution 

Kr.>KBr, KCl, KN 0 ,> 7 ,K,S 04 

KUKCl 

in the solution approximately with equal ion concentration, 
KI^KNO,. KCl, KBr'aK^04 
KI>K304 
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Carbon Dionde Production in Relation to the Growth 
of Body of Earthworm, Pheretima communissima 
Goto et Hatai. 

Bv 

Teruhei Hino. 

(Biologiral Institute, T6hoku Imperial University, Sendai). 

INTRODUCTION. 

There is a great amount of literature concerning the growth of 
vertebrates, especially that on the mammals ; but very littlt' has been 
done on the growth of invertebrates, of which 1 may enumerate the 
following few representative researches : — Luciani and Lo Monaco 
(’97), OsTWALD (’08), and Yagi (’26) on the growth of silk-worms, 
Straus (’ll) on honey-bee, and Eidman (’24) on Dixipj)us. 

So far as I am aware, no studies have been made on the growth 
of any annelids, and therefore, as the first step in furnishing much 
needed data on the growth of the body of this interesting group of 
invertebrates, the present research on the growth of the Japanese 
earthworm was undertaken, 

I wish to express my hearty thanks to Prof. S. Hatai for his 
valuable suggestions and criticism throughout this work, and to gratefully 
acknowledge the aid given me by the late Assist. Prof. K. Okazaki. 

MATERIAL AND METHOD. 

Pheretima communissima. Goto et Ha pai, which is very commonly 
found in Northern Japan, was used for the present investigation. As 
the first step the cocoons were collected during early spring and 
reared in the laboratory. Each cocoon was kept separately in a 
small glass tube which was filled with the soil where the cocoons 
were found. Out of the fifty cocoons seventeen were hatched out on 
the third of April, but only 12 young worms just hatched were kept 
for studying the growth phenomena. Newly hatched worms were 
transferred separately into a small glass dish (60 mm. in diameter 
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75 mm. in depth), which was filled to one-third of its entire depth 
with the soil from the glass tube. In order to prevent the escape of 
the worms from the dish and also to preserve the proper moisture, the 
soil was covered with water-plants or with clover. When the earth- 
worms had grown sufficiently large, about 60 mm. in length, they 
were transferred to a large dish (200 mm. in diameter 75 mm. in depth). 

The normal growth of the earthworms in the laboratory necessitates 
frequent change of soil in the dish with fresh soil from the field where 
the earthworms are living; and it is also necessary to keep the soil 
properly moistened. It was found that when the fallen clover leaves 
in the dish were half decomposed they were eaten by the earthworms. 
Immediately after hatching, the worms were weighed and the length 
measured, and this procedure was continued once every week throughout 
the entire course of the experiment. Before taking the measurements 
the worms were washed and the excess of water on the body surface 
was removed gently with filter paper. In the body weight is included 
the content of the alimentary tract. 

GROWTH OF EARTHWORM. 

In Table I are given the data on the growth of the Pheretima 
communissima which were raised in the laboratory. 

Table I. 


j 


Average 


Diameter, 




No. of 

Average 

computed from 

Body surface 

Body surface 

Weeks 

speci- 

mens 

weight 

in 

grama. 

length 
in ram. 

('-/?) 

(computed) 
(S~2iirl) 
in sq. cm. 

computed 

( S =» 10 ^' w *‘) 





in mm. 



(III. 10. 

cocoon) 


0.036 





(IV. 8 
hatch out) 

6 

0.081 

29 

1.16 

i 1.04 

0.98 

1 


0.049 

41 

1.23 

1.68 

1.84 

2 


0.082 

46 

1.62 

2.16 

1.89 

8 


0.160 

64 

1.92 

8.80 

2.96 

4 


0.214 

i 61 

2.12 

4.06 

3.68 

5 

i 

0.322 

72 

2.84 

6.28 

4.70 

6 


0.402 

84 

2.72 

7.17 

6.28 

7 

1 

0.769 

97 

3.16 

9.64 

8.82 

8 


0.876 

106 

8.24 

10.80 

0.16 

9 

1 

0.910 

108 

8.28 

11.10 

9.89 
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Weeks 


10 

11 

12 

13 

14 
16 
16 

17 

18 


1 

Average 

weight 

in 

grams. 

( 1 

1 1 

Diameter, 



No. of j 
speci* j 
mens , 

' Average 
length 
in mm. 

1 

computed from 

. 1 

iBody surface 
(computed) 
j (S-2r:rl) 
in sq. cm. 

Body surface 
computed 

(s^io^rw^) 



1 

in mm. | 



i 

0.952 

, 109 

.<(.34 

11.43 

9.68 


1.036 

. Ill i 

3.46 I 

12.00 

10.4 


1.636 

, 127 1 

4.06 1 

10.17 

13.9 


1.868 

' 132 

4.24 

' 17.57 

1 15.1 


2.021 

! 138 

4.82 

1 1.S.C1 

! 16.0 

1 

2.759 

; 162 

4.83 

1 22.78 

! 19.7 


3.606 

i 167 

6.18 

1 27.08 

i 2.3.0 


3.932 

1 167 

6.48 

1 28.73 

i 24.9 

1 

4.004 

t 167 

1 

6.62 

1 28.94 

1 25.2 


As is shown in Tablo I, the earthworm immediately after hatching 
shows on the average 29 mm. in length and 0.031 grams in body weight. 

Eighteen weeks after hatching the worm measures 167 mm. in length 
and 4.004 grams in body weight and is considered fully matured. 
During these 18 weeks the earthworms then showed an increase of 
(167'-29)/18 mm. or 7.7 mm. in body length and (4.004 ’‘0.031)/18 grams 
or 0.022 grams in body weight per week. 

In Fig. 1 the curves showing the growth of body in weight and 
in length with respect to their corresponding ages in weeks are given. 

The general features of these two curves resemble each other, 
indicating that a similar growth rate between these two characters is 
maintained up to 16 weeks. After 16 weeks no further noticeable 
increase is shown in length, though a slight continuation of increase 
is shown in weight. 

In growing animals it is a general rule that the rate of growth 
decreases with increasing age. The same tendency is also shown in 
the growth of the earthworms, though a considerable irregularity is 
noted in the later stage, as will be seen in Table II, which shows 
the values calculated from the data given in Table I, as well as in 
Fig. 3. The absolute amount of increment is also shown in Fig. 2 
for further reference. 

Considerable fluctuations which occur at a later period, or at about 
eleven weeks of age, are due to the sudden development of the 
clitellum and of the generative organs. However this sudden increment 
due to greater development of the reproductive organs is a temporary 
phenomenon of periodical nature, and thus cannot be considered in a 
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Fig. 2. Showing the absolute increment. 

^..4- A- Body weight. — Body siirfate. 

__ o — o — Body length. 



weeks 


Fig. ih Showing the percentage of increment. 

-A A -- Body weight. — • — • — Body surface. 

— n o-— Body length. 

strict sense as the growth of the body. If wo therefore disregard 
this temporary increment due to the sexual cycle, the growth rate 
decreases regularly with the age of the earthworms as in other animals 
of which the growth was followed. Since the sudden development of 
the sex organ manifests itself chiefly by iho increased weight* owing 
to sudden accumulation of the formed gonads, and sim^e the body 
length itself may not participate in such change, we should anticipate 
a less degree of fluctuation in the relative daily increment in the 
latter character. As is shown in Table II as well as in Fig. 3, we 
actually notice that our anticipation just ^tated in this regard is well 
realized, indicating that the greater variability at the later period was 
due to the accumulation of the sexual products. 


Body length in mm. 
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Table II. 


Weeks 

Increments of weight. 

Increments of length. 

Increments of surface. 

absolute in 
grams 

’‘..j 

absolute in 
mm. 

1. 

fo 

absolute in 
sq. cm. 


0 

0.018 

58.2 1 

12 

60.6 

0.64 

61.9 

1 

O.OJJS 

67.3 ! 

4 

9.7 

0.67 

36.0 

2 

0.078 

06.1 , 

0 

20.0 ! 

1.24 

67.6 

3 

0.064 

.33.7 : 

7 

12.9 

0.66 

18.9 

4 

0.108 

60.4 

11 

16..3 

1.23 

i 30.4 

6 

0.170 

62.0 

ir 

16.6 

1.8» 

1 28.2 

6 

0.267 

64.2 ! 

13 

16.5 

2.47 1 

1 34.2 

7 

0.117 

16.4 1 

9 

9.3 

1.16 

1 12.0 

8 

0.042 

4.6 

o 

1.9 

0..30 

2.8 

9' 

0.076 

8.6 

1 

0,9 

0.38 

3.0 

10 

0.08.3 

8.7 

4 1 

3.7 1 

0.63 

5.6 

11 

0.600 

68.0 

16 j 

14.4 

4.11 

33.9 

12 

0.223 

13.0 

6 

3.9 1 

1.40 

8.7 

13 

0.163 

8.6 , 

6 1 

4.6 j 

1.04 1 

6.9 

14 

0.738 

36.6 

14 1 

10.0 

4.17 1 

24.4 

16 

0.747 

27.0 

16 1 

9.8 1 

4. .30 

18.8 

16 

0.426 

12.1 


0.0 , 

1.66 

6.0 

17 

0.072 ! 

1 

1.8 

0 ! 

I 

0.0 : 

1 

0.21 

0.7 


Thus far I have desaibed the growth of body of the earthworms 
which were artificially raised in the laboratory under laborator>^ condi- 
tions, but it is a well known fact that the growth of the body is largely 
influenced by various external factors, such as an abundance of food, 
proper moisture, temperature, etc., and thus the growth rate as well 
as the general form of the growth curves obtained from the artificially 
raised worms may not be the same with worms grown naturally. In 
order to get some information regarding the growth of the earthworms 
which were grown under natural conditions, I have carried out the 
following test. From the chosen ground in the field where the cocoons 
were collected newly hatched worms were collected, and then twice 
every week w’orms W'cre collected from the same ground, and the 
successive growth of the newly collected specimens was studied. 

The results of the measurements made on usually more than fifteen 
worms in each test are shown in Table V and in Fig. 1. As is clear 
from the curves, the growth of the earthworms collected from the 
field is much faster than of those reared in the laboratory. Indeed 
the former reach the full-grown stage at about 14 weeks instead of 
18 weeks, as in the latter specimens. The clitellum is also formed 
at an earlier period in the field grown earthworms than in the labora- 
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tory raised ones, though the final body weight at 14 weeks of the 
former is nearly the same as that at 18 weeks of the latter. The 
body lengths at these two respective ages are a little greater in the 
field grown than in the laboratory grown worms. 

We therefore conclude that the velocity of growth pate was more 
rapid in the earthworms grown naturally than those raised in the 
laboratory. 

This difference in the growth rate between the field and laboratory 
grown earthworms may depend upon the relative richness of nourishment 
as well as upon a more proper degree of moisture in the former than 
in the latter. 

We may say also that in earthworms the adequacy of nourishment 
not only accelerates the growth rate but also the period for attainment 
of sexual maturity. In other words, the better the nourishment the 
earlier is the period of maturity. The truth of this statement is well 
shown in Fig. 1 where the two growth curves are compared with 
each other. 

As was stated already, the growth of body in weight and in length 
differs slightly between the field and laboratory grown worms for a 
given same age, and the former reaches maturity in a shorter period 
than the latter, though the final maximal weights, as well as lengths, 
are nearly identical. 

The growth in length of these two groups of worms for a given 
same body weight shows that the general form of the curves are 
similar, though the field grown worms slightly surpass the length 
given by the laboratory grown worms (Fig. 4). Generally speaking, 
however, we may be justified in concluding that the character of growth 
is essentially the same in these two forms. We further wish to know 
whether the surface areas of these two forms of earthworm are also 
similar. In order to calculate the surface of the worms, the following 
assumption was made. Since the earthworm body is approximately 
cylindrical in shape, the formula: area of cylinder =2;rr/ was applied. 

In this formula we need to determine the diameter of cylinder or 
thickness of the body which was found from the following relation ; 



whore r is radius, W is weight, I is length. 
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A preliminary test showed that the actual body weights expressed 
in grams were found to be approximately equal to the volume of water, 
expressed in number of cx., which was displaced when the worms 
were placed in a narrow cylinder filled with water; for instance, 
6 grams in body weight displaced 6cx. of water, as will be seen 
from Table III. From this we may be justified to use the weight 
(WO instead of volume (v) in the above formula for finding the value 
of r. As soon as the values of r were found, we can at once compute 
the body surface from the following formula ; 

S—2nrL 


Table III. 

Data of eurthwoiTns grown in the field. 


Body weight 

Body lenght ! 

Ratio of body weight 

Body volume in 

in grs. 

in mm. 

1 and body volume. 

1 

rr., observed 

1 

6.114 

186 

1.02 

6.0 

S.Sl/i 

’ 144 ! 

i 1.19 

2.7 

1.7.n4 

120 1 

1 1.16 

1.6 

1.695 

120 ; 

i 1.12 

1.6 

1.164 

; 114 

i 0.97 

1.2 

o.oy.'i 

! 106 1 

1 1.10 

0.9 

0.892 

100 1 

1 0.99 

0.9 

0.769 

! 90 1 

1 l.OS 

0.7 

0.6n2 

: 76 1 

1.06 

0.6 

o..‘n7 

69 1 

1 1.06 

0..3 

o.ma 

66 

1.04 

o.a 

o.r»i2 

66 

1.66 

1 0.2 

Average 

i 

l.ll 



The surface areas computed from the above formula of the forms 
of earthworms, field and laboratory grown, are given in Table I. 

We notice from Fig. 4. that not only the body weights and body 
lengths show close similarity to each other in the two forms of the 
earthworms, but that the body surfaces also are similar with respect 
to corresponding ages or to any given body weights. 

With living earthworms a direct determination of body surface is 
very difficult to perform, owing to the inconstancy of muscular contrac- 
tion, and therefore a much more uniform value may be better obtained 
from the formula. 


rl 
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Morgulis (15) has used the formula, VP , where S is the 

surface and k a constant factor and W body weight, in order to 
estimate the surface area in flounders. In that case the value of 
constant k was found to be 13.44. This value of k in flounders was 
found to be applicable equally well to estimate the surface area in 
other higher organisms. 

I have also applied the formula, S^k^' for calculating the 
surface of the earthworms, but found that the formula, S^Znrl 
expresses it more satisfactorily than by using the formula, S=k^^ 
for the same purpose. 


RESPIRATION. 

The quantitative relation which exists between the size of the 
surface area and an activity of the gaseous metabolism during the 
growing period of any annelids has not been studied. 

For this reason just stated the present research was carried out 
with a hope to determine the rate of carbon dioxide production with 
respect to the increasing body surface during growth in the earthworms. 
That the lower invertebrates, such as the earthworm, which lacks special 
respiratory organs, may be performing a gaseous change through the 
external body surface seems quite natural to assume. Combault (’09) 
presented his view that the extiTnal body surface of the earthworm 
may perform the chief respiratory’ function and based his hypothesis 
on the rich supply of blood vessels. 

There are several other more or less isolated observations on the 
carbon dioxide production in earthworms, but I regret to say that 
most of these data are too inadequate, and further additional data 
are urgently needed. 

The apparatus used to determine the carbon dioxide is one which 
was devised and described by Osterhout (’18). It may be briefly 
stated that the apparatus consists of a closed system of glass tubes 
in which air is circulated by means of a pump. 

In the present experiment the closed chamber of 120 cc. capacity 
was filled with 5cc. of aqueous solution of Brom thymol blue as the 
reagent, which was of course renewed in each experiment. 

A day-light lamp and white background were used in comparing 
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the unknown with the known standard indicators, which were prepared 
according to the method of Clark. The usual precautions, such as 
correction of temperature and barometric pressure, and standardizing 
of indicators by means of a potentiometer, were duly observed. 



Fig. 5. Showing the rate of carbon dioxide production in association with 
the increase of body weight. 

A. The rate of carbon dioxide production per individual per hour. 

B. The rate of carbon dioxide production per sq. cm. per hour. 
Observations from the worms having lighter body weight for age are plotted 

separately in order to indicate that the carbon dioxide production is more closely 
related with the body weight than with the age. 


Tabuj IV. 


Relation between the (quantity of carbon dioxide and corresponding pH values. 


Difference 
of pH 
• values. 

0.2 

0.3 


0.6 

7.0-6. 4 
0.6 

0.7 

7.0-6. 2|rt « |7.0 6.0 

0.8 1.0 

1.1 

CO 2 per 
cent vol. 

0.018 

0.028 

0.040 

0.064 

0.071 

0.091 

1 

0.114 lO.l.'W 0.167 

0.197 

in cc. 

1 

! i 

1 




1 

1 

1 j 1 


CO| per 
5cc. 

0.00090.0014 

0.0020 

0.0027 

0.00.‘56|0.0048l O.OOOtLoOOo! 0.0084 

0.0099 

w. in cc. 







1 ; 
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An attempt was made also to determine the quantity of carbon 
dioxide corresponding to any pH values by variously diluting the 
saturated solution of carbon dioxide which was prepared in the generator* 
The relation between carbon dioxide content and pH of color 
indicators, from which intermediate values were read off by interpolation, 
is shown in Table IV. 


Carbon dioxide production in earthworm. 

The rate of carbon dioxide production at different ages is shown 
in Table V. The absolute (juantity of carbon dioxide eliminated per 
individual increases regularly and steadily with increasing age up to 
the time the clitellum appears, afterwards suddenly increasing, which 
however is soon followed by a steady d('crease, as will be seen from 
Fig. 5. 


Table V. 


Days. 

Average ' Average 
weight length 
in ars. ! in mm. 

{S - 2 ,ri) [Average C(l)j*| Average CO. 
Body surfaeeiper individualj per sij. em. 
computed \ per hour ' per hour 

Average COj 
per kilo 
per hour 

(IV. a. rocoon) 

0.0204 


in sq. cm. 

in cf. 

0.00011 ' 

in cc. 

in cc. 

14 

0.048 

40 

1..58 1 

0.00102 ' 

0.0066 

20.9 

‘28 

0.2JiK 

49 

4.72 . 

0.00690 1 

0.0146 1 

26.7 

42 

0.419 

80 

6.48 i 

0.00890 ' 

0.0157 

2.5.0 


0.822 : 

106 i 

10.45 

0.01.370 ' 

0.01.50 

16.6 

70 

1.944 

146 1 

18.88 

0.02440 

0.0129 1 

12. C 

08 (mature) 

3.775 ' 

182 I 

2!t.37 j 

0.05790 

0.0129 1 

10.1 

lOS 

.3.820 ' 

182 j 

29.60 ! 

0.05720 

0.0169 1 

12.5 

116 

3.996 

182 ! 

at'. 65 j 

0.05460 ' 

0.0178 1 

1.5.6 

128 1 

3.926 

186 1 

.^0.21 ! 

0.04600 ! 

0.0149 1 

11.6 

1S4 

3.918 1 

186 I 

nt'.21 ! 

0,04200 ' 

0.0159 i 

10.7 

242 

6.060 1 

186 i 

i 

24.27 

0.02420 1 

0.0071 j 

4.8 


The rate of carbon dioxide production per unit 
of mrface area. 

The relations of carbon dioxide production per unit of surface 
area are nearly constant during the growing period up to when the 
clitelluTU appear, while during the first two weeks after hatching it 
shows a steady increase. 

As soon as the clitellum appears and the reproductive system begina 
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to show greater development, the carbon dioxide production per unit 
area increases suddenly, which in turn decreases again till the end 
of the observation. 

Bounhiol (’02) found a similar relation with the 20 species of 
polychaeta in which the individuals with lighter body weight give a 
greater amount of carbon dioxide per unit weight than the individuals 
with heavier body weight. However, the earthworms differ from the 
polychaeta in one respect ; that is, carbon dioxide production increase's 
after the worms reach maturity, instead of showing a continuous 
decrease with increasing body weight, as was the case with younger 
actively growing earthworms. 



I . I . 

0 60 110 160 2IH) 260 

Days 


Fig, 6. Showing the rate of carbon dioxide production per sq. cm per hour, 
in the anterior and in the posterior portions of the earthworm. 

A. Whole Ixidy. B. Anterior portion, C. Posterior portion. 

In odcr to test whether or not the rapid development of all the 
sexual orfjans is responsible for the sudden increase of carbon dioxide 
after the appearance of the clitellum, the anterior portion of the 
worm, which contains practically all the reproductive organs, was 
compared with the posterior portion, which is devoid of those organs. 
It was found that the quantity of carbon dioxide given off by the 
anterior segments is far greater than that given by the posterior 
portion ; while the posterior portion gives a similar amount of carbon 
dioxide to that given by the whole immature worm. 

This seems to indicate that the rapid increase of carbon dioxide 
which was mentioned above is related to the development of sexual 


organs. 
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This statement seems further supported by the observation made 
on the anterior segments of the two earthworms, in one of which 
the clitellum has just appeared, while in the other nearly two weeks 
has elapsed since its appearance. It was found that the former gives 
off a less amount of carbon dioxide than the latter, suggesting that 
the greater the development of the sexual organs the greater is its 
production of carbon dioxide; while the posterior segments of these 
two worms gave approximately the same amount of carbon dioxide 
as the whole immature worm. Table VI, and Fig. 6 illustrate the 
relations just mentioned. 


Table VI. 


No. of i 
observ. | 

1 

Parts. 

Segments. 

Weights 
in grs. 

Surface 
computed 
in sq. 
cm. 

( 3 O 2 out put 
per individual 
per hour in 
cc. 

CO;, but put 
per sq. cm. 
per hour in 
cc. 


rant. 

3<J 

1.701 

14.1 

0.027 

0.019 

I i 

tpost. 

02 

1.961 

16.6 

0.020 

0 . 01.3 


rant. 

37 

1.462 

12.9 

0.027 

0.021 

M 1 

1 

'post. 

06 

1.278 

11.8 

0.014 

0.012 

i 

rant. 

33 

1.268 

11.7 

0.027 

0.023 

^ 1 

1 

Ipost. 

73 

1.818 

14.9 

0.020 

0.0136 


rant. , 

.34 

1.644 

1.3.3 

0.0.31 

0.024 

^ 1 

i 

*post. 

49 

1.U83 

15.7 

0.027 

0.017 

Average | 

rant. 

36 

1.494 

13.0 

0.028 

0.0216 

Ipost. 

03 

1.758 

14.6 

0.020 

0.0188 

’ 1 


(Observation on 27th of July at 25*’C.) 


1 

1 

rani. 

28 

1.293 

11.8 

0.020 

0.017 

Ipost. 

73 

1.868 

16.1 

0.020 

O.OlS 

»> 

rant. i 

37 

1.688 

14.2 

0.023 

0.016 


Ipost. 

64 

2.143 

16.6 

0.020 

0.012 

Average | 

<nnt. 

as 

1.491 

13.0 

0.022 

0.0167 

'post j 

69 

2.000 

16.9 

0.020 

0.0128 

; 


(Observation on 8th of August at 24*’C.) 



The respiration of annelids has been studied by many workers; 
CoMBAULT (’09) considers that the skin of earthworms is the important 
organ of respiration, based on the fact that the epidermal layer is 
especially rich in blood capillaries; Wiluams found that the mucus 
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membrane of earthworms has great ability to absorb oxygen ; Brandes 
(’07) and Stephenson (’13) consider that the wall of the intestine of 
earthworms, especially of polychaetous annelids, can also take part in 
respiration. Bounhiol (’02) found that in polychaetous annelids the 
rate of carbon dioxide production was greater in the smaller indivi- 
duals, as was noted in many other animals ; as for instance by Child 
(’19) for the oxygen consumption of planaria, Allen (’19) for the 
carbon dioxide of planaria, Vernon (’95) for the oxygen consumption 
of hydromedusae. 

Rubner (’83) stated that the gaseous metabolism is proportional 
to the body surface and that per unit of area it is the same for all 
vertebrates. 

The theoretical basis for this generalization is the simple physical 
principle of radiation of heat which is proportional to th(i exposed 
surface. 

Since the metabolic proc<‘Sses are associated with the production 
of heat, the latter depending largely upon the rat(‘ of its dissipation 
to the outside environment, the metabolic processes must bear a direct 
relation to the surface. Puiter stated against Rubner’s theory that 
the body surface has no relation to metabolic processes but that it is 
related to the area of the organs or tissues which are directly connected 
with the gaseous metabolism. MoRGULis (’15) found that, while per 
unit of body weight oxygen consumption diminishes as the size of 
the flounder increases, the oxygen consumption per unit of body surface 
increases very regularly. In other words, the larger the flounder the 
larger its oxygen requirements per square? cm. This obviously results 
from the direct dependence of the metabolic exchange upon the mass 
of the organism which grows more rapidly than the surface. In the 
Japanese earthworm, as has been shown in Fig. 7, the carbon dioxide 
production is essentially proportional to the body surface as Rubner 
stated. This very obviously results from the fact that the function 
of respiration is chiefly performed by the skin and it is natural then 
that the increase of ciirbon dioxide production must be associated 
with the body surface, differing from the flounder above mentioned 
or from other higher organisms which are provided with special 
respiratory organs. 

In the very early stage of life the rapid increase of the rate of 



COi 



0 10 20 SO 40 

Body surface in sq. cm. 

Fig. 7. Showing the rate of carbon dioxide production per individual per 
hour in association with the increase of body surface. 

Observation from the worms having smaller body surface for age are 
plotted separately in odcr to indicate that the carbon dioxide production is more 
closely related with the body surface than with the age» 

carbon dioxide production which was noted was due to the fact that 
the development of capillaries during this early period soon after 
hatching was not yet completed, thus giving relatively a lesser degree 
of gaseous exchange. As soon as the vascularisation in the epidermal 
layer is completed the carbon dioxide production becomes the function 
of the area of the body surface, or in other words, the rate of carbon 
dioxide production per hour becomes constant, irrespective of the size 
of the earthworm. When, however, the sexual organs begin to develop 
rapidly, the rate of carbon dioxide production rises in conformity with 
the increase of metabolic rate. 

After passing through the active breeding period, all the sexual 
organs including all other tissues appear to enter the retrogressive 
state. 
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The rate of metabolism under such conditions would gradually 
diminish and give off a less amount of carbon dioxide per individual 
or per surface area than was actually found. 

SUMMARY. 

1. In Pheretima communissimay Goto et Hatai, which was hatched 
and raised in the laboratory, the clitellum appears about in 16 we^ks; 
while in those grown in a field it appears in 14 weeks. 

2. After the appearance of the clitellum the growth of the body 
length practically ceases but the body weight continues to grow, though 
slightly. 

3. In conformity with the other higher animals the growth rate 
decreases with increasing age, but this relation is much disturbed 
with the sudden increase of the sexual organs and products in the 
adult stage. 

4. The body surface of the earthworms may be estimated satis- 
factorily by the formula S — 2rrrly and also the formula S=K^ , 
may be used, but its results are not as satisfactory as those of the 
former. 

5. The gaseous metabolism of the the earthworm bears a direct 
relation to the body surface, and the carbon dioxide production per 
sq. cm. per hour is constant during the greater part of the growing 
period. 

6. When the sexual organs begin to develop rapidly the rate of 
carbon dioxide production per sq. cm. per hour rises rapidly, but after 
cessation of the breeding period it again falls off steadily, parallel 
with the advance of the retrogressive process of these organs. 
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Physiological Studies on the Eel. 

1. The Seasonal Variation of the Blood Constituents. 


By 

Nobuyuki Kawamoto. 

(From the Phy.*iiological Laboratory of the Komine Institute, 
Nishigahara, Takinogawa, Tokyo, Japan). 


INTRODUCTION. 

Pearce (’25) stated that the chemical composition of certain fishes 
changed according to season. 

Hall, Gray and Lepkovisky (’26) found that the blood constituents 
of fishes show some alteration by asphyxation, and Schaefer (’27) 
reported the decrease in the number of blood corpuscles in fishes 
during winter. 

From these variations, above mentioned, in the bodily compositions 
we might anticipate a greater or less degree of alteration in the 
blood ga.sos in fishes influenced by the seasons, but so far as I am 
aware no investigators except perhaps Hall (’28) paid much attention 
to this point. 

The present work was therefore undertaken to determine whether 
or not our anticipation as to the influence of seasonal variations to 
the blood constituents of eel would be realized. 

For this purpose a monthly determination was made, in the 
Physiological Laboratory of the Komine Institute, on the number and 
relative volume of corpuscles, viscosity, and content of iron and non- 
protein nitrogen in the blood. 

The author is greatly indebted to Dr. S. Hatai, Professor of 
Tohoku Imperial University, Dr. S. Komine, Director of the Komine 
Institute, and members of the Imperial Fisheries Institute for many 
helpful suggestions, and also wishes to t xpress thanks to the Fish 
Cultural Company at Kawasaki, Kanagawa Prefecture, for kindly 
furnishing the necessary materials during the course of the present 
work. 
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MATERIALS AND METHODS. 

The eels (Anguilla japonica T. & S.) employed in this experiment 
were obtained always from the fish cultural pond at Kawasaki, Kana* 
gawa Prefecture, and the fishes were used within two hours after 
being brought into the laboratory. 

'rhe blood was quickly collected from the heart by means of a 
hypodermic syringe by fixing the fish on a wooden plate. The blood 
was mixed with potassium oxalate in a dish to avoid both coagulation 
and evaporation. 

These experiments were extended from July, 1928 to June, 1929. 

Viscosity . . .Viscosity was determined by the Hess’s viscosimeter 
immediately after the blood was collected for it shows alteration 
quickly, as Lecomte Du NoOy has noted (’28). 

Corpuscles . . . .The number of red corpuscles per c.mm. was 
enumerated with Thoma-Zeiss’s haemocytometer by diluting the blood 
with 0.85 per cent, salt solution. 

Relative volume of corpuscles. . . .The relative volume of corpuscles 
and plasma were determined by means of the haematocrite which 
was revolved for forty minutes at the rate of about 3,500 r. p. m. 

Non-protein nitrogen .... mg. of non-protein nitrogen per 100 cc. 
of the blood was determined by the Bang’s method (’20) by using 
0.25 cc. in each test. 

Iron. . mg. of Fe per 100 cc. of the blood was determined by 
PiNCUSSEN method (’28) from 0.2 cc. blood in each test. 

All the above determinations were carried out on the eels of 
approximately the same body weight of about 150 gms. 

To determine whether or not the number of red corpuscles 
regularly varies according to the size, I examined eels with body-weights 
from 0.78 to 170.00 gm.s. at the Toyohashi Fish Cultural Station of 
Imperial Fisheries Institute in the middle of July, 1929. 

RESULTS. 

Five eels of approximately the same weight were examined each 
month. 

Average of five analyses taken from each eel is given in Table I. 
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TABLE I. 

Average results of blood constituents examined monthly. 


Date 

Body 

weight 

gm. 

Body 

lengl^ 

mm. 

No. corpuscles 
in Icmm. 

Relative 

Volume 

% 

Viscosity* 

Fe-content 
mg in 
100 cc. 

Non- 
protein N 
mg in 

100 rr. 

wmm 

227.6 

606 

2,080,000 

27.0 

— 

31.1 

67.7 


106.0 

427 

2,001,000 

31.0 

3.60 

28.2 

126.6 


120.0 

440 

2,880, 000 

27.6 

3.46 

29.6 

78.0 

Oct. 10. 

142.6 

448 

2,461,000 

26.7 

3.18 

26.0 

62.9 

Nov. 20. 

166.0 

466 

2,176,000 

£7.2 

2.08 

26.8 

41.0 

Dec, 11. 

103.0 

486 

2,060,000 

28.8 

3.40 

37.1 

36.8 

Jan. 16. 

138.0 

429 

2,670,000 

33.6 

3.67 

32.6 

34.0 

Feb. 14. 

174.0 

496 

2,400,000 

29.7 

3.20 

30.2 

26.3 

Mar. 3, 

201.0 

636 

2,210,000 

24.0 

2.07 

31.4 

38.8 

April 9. 

117.6 

428 

2,030,000 

25.0 

3.27 

.31.6 

46.0 

May 14. 

128.0 

440 

2.180,000 

26.9 

S..33 

33.9 

36.7 

June 17. 

184.0 

486 

2,370,000 

27.4 

8.36 

.32.4 

44.6 


^temperatures between 14 — 18®C. 


The temperatures of pond water and of the atmosphere were 
taken at noon daily except in the winter and these are shown in 
Table II, and graphic presentation in Figs. 1 and 2. 


TABLE II. 

Average temperatures of the pond water and atmosphere. 


Date 

Tempe; 

Atmosphere 

ratures 

Water 




1838 



July 

26.0 

26.3 

Aug. 

26.8 

26.9 

Sep. 

27.4 

27.2 

Oct. 

20.2 

19.1 

Nov. 

15.9 

13.2 

Dec. 

9.2 

6.7 

1929 

Jan. 16. 

14.6* 

7.6* 

Feb. 14. 

7. .3* 

6.0* 

Mar. 3. 

13.6* 

12.6* 

April 

18. .3 

16.6 

May 

16.7 

j 18.7 

June 

24.2 

1 23.6 


^temperatures at the day when eels were examined. 
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In Table III are shown the relation between the number of red 
corpuscles and weights of the eels, dividing them into smaller, medium, 
and larger groups. The enumeration of red corpuscles was made 
soon after the eels were captured from the pond. 

TABLE III. 

Relation between the number of red corpuscles and measurements of eels. 


Group 

Body length 

Body weight 

No. of red corpuscles 

mm. 

gm. 

in 1 cmm. 



0.78 

2, 708,000 


loa 

1.09 

2,984,000 

smaller 

105 

0.71» 

.•?,(PP,<'00 

IPO 

1.12 

2, 8f4,P('0 


111 

1.25 

2,048,000 


Average . . . 


2.855,000 



22.00 

1 2,304,000 


321 

.30.50 

1 2,404,000 


340 

90.50 

1 2, 570, (00 

medium 

390 

1('4.50 

j 2, .328, 000 


370 

87.60 

! 3,128,000 


Average . . 


2,672,100 


412 

9.3.00 

j 2. r48, POO 


412 1 

1 1(5. (0 

; 2, .')20. POO 


420 

17(K00 

2,012,000 

larger 

435 

101.(0 

2, 224, (00 


441 

162. CO 

2, 712, POO 

i 

Average . ■ 


2,546,0u0 


The data given above show clearly the seasonal variations in blood 
constituents of eels, as will also be? seen from Figs. 1 and 2. 

The variations of blood constituents indicate the two types, (1) the 
non-protein nitrogen increases in summer and decreases in winter 
coinciding approximately with respective rise and fall of temperature 
of water and atmosphere (sec Fig. 1). On the other hand (2) the 
number, relative volume, viscosity and iron content of the red blood 
corpuscles show conspicuous increase as soon as hibernation begins and 
decrease as it approches its end (see Fig. 2). 

DISCUSSION. 

Table III shows that the number of red corpuscles presents little 
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variation in all the specimens examined, despite the fact of greater 
differences in body weights; and on the other hand the eel blood 
indicates true variation according to the seasons. Since the variation 
arising from the body sizes are insignificant, we may be able to 
eliminate the individual variations if the eels of approximately the 
same weights were used. 

Audige (’21) reported in his paper that the growth rate of fishes 
runs parallel with water temperature, and I have also noted an increase 
of non*protein nitrogen which runs parallel with the rise of tempera- 
tures (Fig. 1). 

From these coincidences between the body growth on one hand 
and increase of non-protein nitrotein on the other, it seems as though 
the increase of the latter in the blood of eel can be taken as an 
index of increasing metabolic activity. 

This assumption seems further supported by the fact that the 
non-protein nitrogen is minimum and is almost constant in winter, 
where the metabolic activity is almost at a standstill due to the 
natural starvation resulting from hibernation which last from the 
middle of November to the end of March of the next year, during 
which period the growth rate is least. 

Schaefer (’26) reported in his paper that the number of red 
corpuscles in “ pumpkinsecd ”, Eupomotis gibbosus L. decreased during 
winter but returned to normal in spring, and in my own present 
experiment similar phenomenon is observed (see Table I, column 4) 
through it shows slight increase in the beginning of hibernation. 
However this increase in the number of red corpuscles at the beinning 
of hibernation seems to indicate that the water of the blood is perphaps 
absorbed into the body tissue, thus resulting in apparent increase of 
corpuscles. 

During fasting the tissue becomes acidic and absorbs more water, 
in other words the loss of water gives rise to greater concentration 
of the blood which in turn would produce greater concentration of 
blood corpuscles in the given same volume. 

This abnormal absorption of water during fasting must be of a 
reversible character since the number of red corpuscles becomes less 
again as soon as the hibernation or fasting period comes to an end. 

' Relative volume of corpuscles and iron content runs parallel with 
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the change of the number of red corpuscles, and the viscosity as 
Mathews ('24) stated, is also a function of the number of corpuscles, 
all of which are seen clearly from my own present work (Table 
I, and Fig. 2). 


SUMMARY. 

1. The seasonal variation is indicated by the changes in constituents 
of the blood of eels. 

2. Non*protein nitrogen in the blood may be taken as an index of 
metabolic activity. 

3. Relative volume, number of corpuscles, viscosity and iron content 
gradually decrease during winter till these begin to rise considerably 
in the beginning of hibernation but decrease again in the spring. 

5. It was suggested from the present study that such seasonal 
variation of the blood constituents may be partly responsible for 
the variations of blood gases noted by other investigators. 
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The gases of the blood of fishes have been studied by several 
authors from various standpoints, especially by Jolyet and Regnard 
(77), Krogh and I.eitch (T9) and Wastl (’28). Krogh and Leitch 
(T9) studied the influence of the temperature upon the respiratory 
function of the blood of fishes. 

In the present investigation I dealt more specially with the haemo- 
globin dissociation curve of the blood, which is evidently influenced 
by the variations of its constituents as well as by the variation of 
temperature, as has been already suggested in my former paper 
(Kawamoto ’29). 


MATERIALS USED AND TECHNIQUE EMPLOYED. 

The material used in my experiment was Anguilla japonica Tem- 
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MINCK & ScHl^GEL, a Common eel living in the fresh and bradcish 
waters all over Japan excepting in the Northern part of the Japan 
Sea (Marukawa ’16). 

The eels were purchased at market and kept alive in an aquarium 
in the laboratory without feeding, often for about two months. 

The eels used measured from 445 to 790 mm. in length and from 
163 to 880 gms. in weight. 

The sexes were not recorded as their difference probably does not 
influence the gases of blood, for I have never noted such influence 
in many kinds of fish as far as I have tested. 

The blood was collected by the injection apparatus directly from the 
ventricle of the heart after opening the perivisceral cavity. 

Neither narcotic nor anticoagulant was used, as these might have 
influenced the normal constituents of the blood. However, for the 
determination of hydrogen ion concentration of the blood, 0.3 per 
cent, potassium oxalate was used to prevent coagulation. 

The determination of the oxygen capacity of fish blood is very 
difficult, and the ordinary ferricyanide method (Haldane ^22) can not 
be used at all, since a fibroid clot will always be formed after the 
blood is laked, on adding ferricyanide. . 

Krogh and Leitch (*19j and Wastl (’2S) also report such pheno- 
menon on the fish blood, and Macela and Seliskar (’25) on the 
frog blood. For this reason, instead of the usual manometric method, 

1 have used the “constant volume” apparatus of van Slyke and 
Neil (’24 and ’27). 

For general technique employed in the present investigation, the 
reader is referred to my former paper (Kawamoto ’28). 

The gas chain method was used for determining the hydrogen ion 
concentration of the blood whicih was kept under the paraffin oil. 

Freischl-Miecher haeraoglobinometer (Domarus ’21) was found 
unfitted for determining the haemoglobin contents, for, I found that 
a fibrin like clot was formed after complete haemolysis by water or 
by 1 % NayCOg solution, which disturbs the uniform distribution of 
color, though both reagents are usually used with satisfaction in the 
blood of higher mammals. I have therefore determined the relative 
volume of the red corpuscles by a haematocrite, by revolving it for 
40 minutes with a speed of about 3,500 revolutions p. m. 
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EXPERIMENTS. 

I. On the hydrogen ion concentration of the blood during starvation. 
Fifteen eels were caught with a fish net in the fish cultural pond 
at Kawasaki near Tokyo end brought to the laboratory. After these 
were left iquietly for about two hours in the laboratory aquarium, 
the venous blood was collected from five eels and was oxalated under 
paraffin oil for the purpose of determining the value of pH; and 
these data were used as the control. The remaining ten cels were 
kept in the aquarium without giving any food, and value of pH was 
determined after fourteen days and after forty-three days respectively. 

The data taken from the above tests show apparently no change 
in the value of pH during at least the period of stai-vation for about 
six weeks, with the exception of the eels of fourteen-day starvation 
series, in which a negligible increase of 0.03 in the [value of pH was 
noted. 


TABLE 1. 

The pH value of blood (oxalated, under paraffin oil) of eels 
under starvation. 


Date 

Starv. days. 

pH 

Average. 

Oct. Ifi 

0 

7. CO 


f» 

II 

7.C2 


f9 

• 1 

•» 

7’C4 

7.0,2 

I 

f9 

M 

7.CC 


Oct. 2« 

14 

7.02 



»» 

7. 07 

1 




|7.75 


It 

,, 


» 

7.70 


Nov. 27 

4a 

7.P8 


II 

tt 

7.01 

I 


It 

7.02 

7.62 


If 

7.06 



If 

7.70 

I 


2. On the variation of the relative volume of red corpuscles. 

The relative volume of red corpuscle •• shows considerable variation, 
ranging from 23.0 to 53.2 per cent. 

Krogh and Leitch {’19) state that “the same (of dissociation 
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curve of haemoglobin in the carp) holds good also for the blood of 
eel, though the result obtained on the different specimens appears to 
be rather discordant ”, and McCormic and Macleod (’25 from Wastl) 
reported that the haemoglobin content changes if fishes are kept 
longer in the laboratory aquarium. 

TABLE 2. 

Frequency distribution of the relative volume of red corpuscles. 


Relat. vol. (fo) 

Frequency 

Cumulative freq. 

20—26 

2 

2 

26— .*10 

2 

4 

80— r6 

8 

12 

85—40 

20 

32 

40—46 

17 ! 

49 

46—60 1 

^ 1 

68 

60-66 

1 

64 



Fig. 1. Showing the relation between the median valuci cumtilative 
frequency and relative volume of corpuscles. 
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Since the variation of haemoglobin content as well as of red 
corpuscles is considerably high, it appears unsafe to compare directly 
such data, as for instance, the gaseous metabolism which is intimately 
related with the conditions of the red blood corpuscles, without some 
knowledge of the relative volume of red corpuscles in the species of 
fishes under consideration. 

In the eel, the median value of the relative volume of red cor- 
puscles, which was evaluated by the method of cumulative frequency 
(Ogura ’25) was found to be 39 per cent. (Table 2, Fig. 1), and is 
conveniently called “standard value”. 

3. The influence of temperature and of the relative volumes of the red 
corpuscles and plasma upon the oxygen cajmeity of the blood of eeL 
The oxygen capacities of the blood were determined, which show 

TABLE 3. 

The relation between the oxygen capacity and the relative volume 
of corpuscles (at 17 ’±0.3 C). 


Relative volume 
of corpuscles (*) 

O^capacity 
vol. % (y) 

corresponding 
Oi'capacity at 
vols. corpuscles 

Deviation 

31.0 

10.2 

12. .«4 

-0.f7 

v« 

10.4 

13.10 

-0.41 

•» 

31.2 

10.8 

13.60 

-0.01 

.31.6 

10.9 

tf 

>9 

32.0 

11.0 

13.42 

-0.09 


11.2 

13. f6 

-fO.16 


11.3 

13.80 

+0..31 

.34.0 

11.7 

13.38 

—0.13 

.36.0 

12.0 

13.00 

-0.61 

36.6 

12.6 

l:}..36 

-0.16 


12,6 

13.46 

-0.(6 

37.0 

12.8 

1.3.60 

-0.01 


12,9 

13.00 

40. (^9 


18.5 

14.22 

40.71 

.39.0 


1.3.60 

-0.01 


13.6 

13.00 

40. C9 

S9.6 

•« 

1.3.43 

—0.(^8 

40.0 

18.7 

1.3.. 37 

-0.14 

91 

14.0 

1.3. CO 

40.16 

99 

99 

99 

14.1 

1.3. '76 

40.26 


14.3 

1 1.96 

40.45 

41.0 

14.5 

13..''0 

40.29 

M 

14.6 

13.89 

40.38 

Average . . . . 


13.61 
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different relative volumes, at the temperatures of 5*, 17" and 30’C 
respectively, using the air from which carbon dioxide was removed. 
The results are given in Tables 3, 4 and 5, and in Fig. 2. 


Table 4. 

The relation between the oxygen capacity and the relative volume 
of corpuscles (at 5®±0.3C). 


Relative volume 
of corpu.^cles (x) 

02'Capacity 
vol. (y) 

Corre8i)oncling | 
Os-capacity at 39 j 
vols. corpuscles! 

Deviation. 

20.5 

11.2 

14.81 1 

4-0.16 

31.0 

11.6 

14.49 

—0.16 

.n4.o I 

12.6 

14.46 1 

-0.10 

35.0 

1.3.3 

14.75 1 

+0.10 

37.0 I 

14.0 

14.76 

4-0.11 

.*58.0 

14.1 

14’.49 

-(5.16 

40,5 

15.0 

14.45 

-0.20 


16.5 

14.62 

—0.03 

41.5 1 

15.7 

14.77 

4-0.12 

43.0 i 

16.5 

14.96 

+0..31 

45.0 1 

1 17.0 

14.73 

-40.08 

40.5 

17.6 

1 14.75 

40.10 


17.7 

1 14.84 

40.19 

Average . . . . 


. .. 14.65 



Table 5. 


The relation between the oxygen capacity and the relative volume 


of red corpuscles fat 30®i0.5‘’C). 


Relative volume 
of corpuscles (x) 

Oi-capacity 
vol. (y) 

1 Corresponding 
Oa*capacity at ;’>9 
vols. U corpuscles 

1 

Deviation. 

.Tl.O 

10.0 

12.69 

4('.27 

32.0 

10.2 

12.42 

+0.10 

,, 

10.:) 

12.66 

+0.23 

.34.0 

10.5 

12.44 

+0.12 

r.6.0 

11.0 

12.26 

-0.06 

• f 

11.2 

12.49 

4-0.17 

36.6 

11.1 

11.86 

—0.46 


11.4 

12.19 

-0.13 

.37.0 

11.6 

12.21 

-0.11 

37.6 

11.6 

11.99 

-0.33 

.30.0 

12.0 

12.00 

-0.32 


12.6 

12.60 

+0.28 

V. 

12.8 



40.7 

12.25 

-0.07 

41.6 

l:?.0 

12.22 

-0.10 

42.0 

1 »» *> 
lo.*. 

1 12.25 

-0.07 

44.0 

14.0 

1 12.41 

4-0.09 

Average . . . 


12. .32 
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Fig. 2. Showing relation between oxygen capacity and relative volume of 

corpuscles, O... at 5®C, x at 17X, at 30’C, large circle aiound the 

above three marks shows that the values of two observation are indicated. 


Taking the relative volume of red corpuscles {x) as abscissa, and 
the percentage saturation of the oxygen capacity (y) as ordinate, the 
relation between these, at 5", IT” and 30" respectively, can be represented 
by a linear equation in the range between 23 to 53 per cent, of the 
relative volume of . c6rpuscles : 

" y—ax + b ...(1) 

The value of the two constants a and h at different temperatures 
are given below : 


Temp."C. 

a 

h 

5 

0.419 

-1.663 

17 

0.407 

-2.176 

30 

0.38(> 

-2.668 


As will be seen in Fig. 2, the observation points are nearly evenly 
distributed on both sides of the straight lines from the formula, showing 
that the relation between oxygen capt < iiy and relative volume of 
corpuscles can best be represented by the linear equation. 
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fiSO 

4 . The relation between the haemo^hMn dissociation curve and the 
influence of temperature. 

The defibrinated blood obtained from each specimen was saturated 



TABLE 7. 
(ITtO-yC). 
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with the mixed gas having various degrees of oxygen tension, and the 
oxygen capacities were estimated at the temperatures at 5“, 17* and 
30*C. The results are shown in Tables 6, 7 and 8. 


TABLE 8. 
I5±0.3’C). 


0 -tension 
mm. 

Oa-capacity 
vol. % 

Relative vol. 
blood % 

Corresponding 
Og-capacity 
at .^9 vol. % 

.^,9 

11.5 

41.5 

10.8 

5.4 

15.4 

48.0 

12.6 


12.fi 

.39.5 

12.4 

17.3 

17.8 

46.5 

14.9 


17.0 

• » 

14.2 

25.4 

11.0 

29.5 

14.5 

28.3 

! 16.0 

40.5 

14.4 

;m.5 

! l.T.O 

.35.0 

14.5 

55.0 

1.1.7 

.37.5 

14. .3 

97.0 

,, 

41.0 

1.3.2 

,, 

14.6 

.39.0 

14.0 

160.0 

16.7 

41.5 

14.7 

•• 

14.0 

58.0 

14.4 


The values given in column 2 of these tables showing the relation 
between the oxygen capacities and the increase of th«‘ oxygen tension 
are highly irregular, caused by relatively higher variations of the 



Fig. 3. Showing the curves of haemoglobin dissociation at varied tem- 
peratures with oxygen capacity in volume per cent, o . . . 5''C, x . . * 17^C, • • • • • 
30®C, large circle around above murks shows the points that doubled. 
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relative volume of corpuscles in each blood sample. However, these 
irregularies are minimized when these are reduced proportionately to 
39 per cent, or “standard value’’ and .1 have conveniently utilized 
these reduced Figures for various later calculations. 

The data given in Tables 6, 7 and 8 are shown graphically 
by the three curves in Fig. 3. It will be noted from these curves 
that less oxygon is taken up by the blood when the temperature 
becomes higher as is generally the case with the blood of other 
animals (Barcroft *14, Macela and Seliskar ’19). 

The Oxygen capacity increases rapidly till the oxygen tension 
reaches 10 mm. Hg. but it reaches almost a standstill at 20 mm. Hg. 
in the case of S^C, while at 17*C the former continues to increase 
up to 25 mm. Hg., though it incrc^asos very rapidly up to 8 mm. Hg. ; 
and finally at 30''C it increases upon to 45 mm. Hg.. 

The final values of capacity corresponding to the oxygen tension 
of leOmm.Hg. given at 5°, \ 7 \ and 30T are 14.50, 13.50 and 12.25 
vols. per cent, respectively. 

I'hese final values of the O? capacities correspond witfi the ordinate 
values in Fig. 2 which correspond to the standard value of the relative 
volume, or 39 per cent., in the abscissa in the following : 


Tcmp.®C 

From dissociation cur\<*. 

From tabic 3, 4 and 5. 

5 

14.5 vols. «/6 

14.65 vols. 

17 

15.50 

13.51 


12.25 

12.32 


As will be seen from this table, that differences between the values 
of 02*capacity derived from the curves and those actually found are 
very slight, indicating the accuracies of the technique employed here. 

GENERAL CONSIDERATION 

As will be seen from the data already given, the difference of the 
relative volumes of red corpuscles varies considerably according to the 
physiological state of the individuals, and I now wish to consider 
various factors which appear to me to cause such differences. 

It was found that the values of oxygen capacity at 160 mm. of 
oxygen tension were 14.5 vols. per cent, at 5^, 13.5 vols. per cent 
at 17^*0 and 12.2 vols. per cent, at 30°C respectively (Tables 6-8). 
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Since these values are directly comparable with the values obtained 
in using the air, though which usually contains a small amount of 
COs, I have given the data on various animals taken by other 
investigators, who used atmospheric air instead of oxygen gas: 


Subject 

0«-capacily 

Ob.scrver 

Higher mammalia 

18.(7 vols. 

% 

Haldane (’22) 

Eel 

7 9 


' Jolyet and Rkgnakd ('17) 

f 1 

14.5 

(at 5X) 

' Kawamoto 


in. 7 

(at ITC) 

1 


12.2 

(at .WCl 

! 

Caudtna chtlensLs 

1 6.1 


' .. (’as) 

Anadara in flat a 

1 5.1 

1 


i .. (..) 


In this table given above we find that the blood of the cel studied 
by .loLYKT and Regnakd gives a very small value of Os-capacity 
compared with my own observation. The difference might be due to 
smaller value of relative volume of red corpuscles in the eel at the 
time of the examination by Jolyet and Regnard but this supposition 
can not be tested from their data. 

In regard to the values of the oxygen capacities it must be stated 
that the figures given in the Tables 6, 7, and 8 were conveniently 
transformed into the percentage saturation for the purpose of directly 
comparing with the values given by most other authors on the subject. 
It must also be stated that in my case the Oj-capacities were determined 
under oxygen pressure of 160 mm., while in most other experiments 
it was determined under the atmospheric pressure of 760 mm. Hg. and 
therefore it was necessary to reduce the maximum saturation in both 
cases into 100 per cent saturation, the rest of the values are to be 
calculated by taking the usual arithmetical proportion. 

The values calculated by this method as just stated are given in 
Tables 9, 10, and 11 and in Fig. 4. As will be seen from the figure, the 
curves do not show clearly an S form within the range of my own 
observation, which is the usual form with the blood of higher mammalia 
as shown by Baucroft (T4) and others, although the 5-form may yet 
appear if the data are taken beyond the range where the oxygen 
tension is below 2 or 3 mm.. At any rate the resulting curve exhibits 
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TABLE 9. 
OOtO.SX). 


Os'tension 

X 

satur. 

Y 

Calculated Y 

K = 0..'5.T 

Difference 

2.0 mm. 

36.7 

39.5 

- 2.8 

5,0 

(10.1 

62.3 

- 2.2 

6.9 

('.^.0 

09.6 

- 6.6 

10.0 

65.0 

76.0 

-10.0 

20.0 

83.2 

86.9 

- 3.7 

.30.0 

90.6 

01.7 

- 1.2 

50.0 

95.5 

92.6 

4 2.9 

70.0 

97.0 

96.0 

4 1.0 

iro.o 

98.0 

97.2 

4 0.8 

160.0 

100.0 

98.5 

4 1.5 


TABLE 10. 
(17±0.3‘’C). 


O^'tension 

X 

O2*®o satur. 

Y 

Calculated Y 
K*0.00 

Difference 

3.0 

60.0 

64.3 

-4.3 

5.6 i 

71.5 

77.0 

-6.5 

10.0 

87.5 

85.6 

+1.9 

20.0 

95.5 

92.6 

+2.9 

24.1 

97.0 

93.2 

+6,8 

80.0 

97.2 

94.8 

+2.4 

50,0 

97.8 

96.8 

+ 1.0 

70.0 

97.9 

97.6 

+('..1 

100.0 

99.0 

98.3 

+0.7 

160.0 

100.0 

99.0 

+1.0 


TABLE 11. 
( 510 . 3 *^ 0 . 


Oirtension 

X 


3.0 mm. 
3.9 

5.0 

10.0 

15.0 

20.0 

30.0 

50.0 

70.0 
100.0 
ICO.O 


O>i-yo satur. 
Y 


72.2 

83.0 

95.0 

95.0 

98.0 
98.5 
98.8 

99.0 

99.3 

100.0 


Calculated Y 
K.-l.O 


79.6 

83.4 

91.0 

93.9 

95.4 

96.9 

98.0 

98.9 

99.0 

99.5 


Difference 


-7.4 

-0.4 

44.0 

42.1 
42.6 
41.6 
40.8 
40.4 
40.3 
40.6 
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Fig. 4, Showing curves of haemoglobin dissociation at 17'C and 30°C. 
I. . . .at 5°C. II. . . .at 17 C. III. . . at SOT. 


a hyperbolic type and thus suggests naturally that the dissociation 
curve of the eel haemoglobin follows the law of monomolecule reaction. 
I have tried to see whether or not the three curves (Fig. 4) would 
1/ Kx'* 

satisfy Hill’s equation. — ,r~ putting the percentage of 

lUU I'^Kx 


oxyhacmoglobin as y, and the oxygen pressure as x, and the percentage 
of the reduced haemoglobin as {1 —y). After trials, it was found that 
Hill’s equation is satisfied only when the value of n, number of 
aggregation of haemoglobin molecules is made as small as unity (1) 
and the resulting values of K, the equilibrium constants, were found 
to be l.O at 5’C, 0.6 at 17 ’C and 0.33 at 30’C respectively. 

Theoretically the values of n is unity only when the reaction takes 
place with single molecules of haemoglobin, and consequently we are 
forced to suppose that either the small value of n is characterrisfic 
of the blood of eel or that the reaction takes place with a very 
small aggregation of haemoglobin molecules. 

TTie temperature coefficent, Qw, was determined by the formula 
dodved by JSnyder 10 


r» 



T,-T, 
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whcare ki and kj are the equilibrium constants at the absolute tem- 
peratures T| and Tj. The calculation was facilitated by taking 
k— 100/K, where K is equivalent to the K of Hill’s equation as 
suggested by Macela and Seuskar (’25) and the following values 
were obtained. 

at 5°C k= Y^= 100.0 

inn 

at irC k=— ^«166.6 

0.6 

inn 

at 30T k= -^^=303.0 

The following values of Qio were found, that is Qio— 1.53 from 
5* to ir, Q,o-1.58 from IT to 30T. 

According to van’t Hoff (from Kanitz ’15) the value of Qw in 
the chemical reaction normally lies between 2 to 3. In the case of 
the equilibrium between haemoglobin and oxygen, it was found to be 
2.5 for frog from 10“ to 40“C, and 5.6 for man from 15“C to 35‘’C 
(Macela and Seliskar ’25), while for the blood of eel its mean value 
was found to be 1.56 at 5“ to 30“C. This small value of Qm may 
be interpreted from the biological standpoint; that is the blood of 
the eel possesses greater affinity for oxygen compared with the blood 
of most other animals during the change of temperature. We notice 
then another peculiarity for eel blood in having the least value of 
Qio compared with other animals so far experimented. 

In order to compare the dissociation curves obtained by various 
authors the values of U and were compared as was suggested by 
Krogh and Leitch (T8), The value of is especially convenient, 
since 1/K corresponds to the O* pressure where the Hb is just half 
saturated with oxygen. The values of h and tu were directly rea^ 
from Fig. 4, while the theoretical value of tu was derived from 1/K 
in Hill’s equation and the results are given below: 



at (mm. Hg.) 

1 at 17®C (mm. Hg.) 

at 3(rC (mm. Hg.) 

U observed 

12.0 

26.0 

70.7 

tu •( 

1 1.6 

1 2.0 

4.0 

tu calculated 

i 1.0 

1.7 

S.l 
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The observed values of are compared with those obtained from 
other fishes. 


Materials 



temp. ®C 

Observer 

Carp 

10 

a-8 

17 

Kkogh & Lbitch (*19) 

Eel 

1* 

»• 

tt 

II i> tt 

Pike 


»* 

tt 

It It •• 

Trout 


11 

tt \ 

II It It 

Eel 

26 

2 

17 

Kawamoto 

Cod 

70 

18 

15 

Krocii & Leitch (’19) 

Plaice 

40 

10 

»» 

If II II 


From these values, Krogh and Leitch conclude that the blood of 
fresh water fishes, excepting the trout, is better adapted to withstand 
against lower tension when compared with the blood of salt water 
fishes. Such an adaptation to the lower oxygen tension is vitally 
important for fresh water living fishes since in lakes and ponds, expcept 
in running water, the oxygen pressure is very variable and sinks often 
to very low values ; while in sea water the oxygen pressure is practically 
constant and uniformly high. The form of the dissociation curve 
seems to suggest that the blood of the sea water fishes must be more 
sensitive to oxygen want which makes it more difficult to keep them 
in the aquarium than to keep fresh water fishes in captivity. 

The chemical affinity of haemoglobin to oxygen can be measured 
from VAn’t Hoff’s equation of the reaction isochore for the equiribrium 
between oxygen and haemoglobin: 

dlnK -q 

dT RT- 


where K is the equilibrium constant, T the absoulte temperature, R 
the gas constant, q the heat produced by the reaction of one gram- 
molecule of haemoglobin with oxygen. Assuming then that the value 
of q remains constant over the range of temperature in this experiment 
(5* — 30*C), and integrating between limits Tt and Tf, we find : 

/nK,-fnKi=- ^ ( f, ~ Ti ) 

where K, and K. are the equilibrium constants at the absolute 
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temperatures T| and Tt. If R be 1.986 and ordinary logai^hms be 
employed, the equation for the heat produced is (Nernst ’ll) 

5.571 (log K,-logK,)T,T, 

q“ 

1 |— 1 , 

for the average value of temperatures Ti and T|. 

Now, applying the equilibrium constants obtained from my eitpttri- 
ments 1.0 at 5”, 0.6 at 17* and 0.33 at 30‘C into the above formula, 
I found that the values of q was 51.2(X) calories at il'C and 56.300 
cal. at 23“C for the blood of eel, while Macela and Seuskar (’26) 
found in the blood of frog 13.290 cal. at 20°C and 26.850 cal.^in 
human blood. 

From these results, it becomes evident that the blood of the eel 
possesses greater aiRnity for oxygen than the blood of the frog and 
man, as was also found in connection with the oxygen capacity 
(Macela & Seuskar ’25). 


SUMMARY. 

1. The hydrogen ion concentration of the blood of the eel was found 
to be constant during 43 days of starvation. 

2. The standard value (median value) of the relative volume of red 
corpuscles was determined in this experiment as 39 per cent. 

3. The oxygen capacity of the blood is directly proportional to thp 
relative volume of .red corpuscles in the limit of 23 to 53 per cent. 

4. The haemoglobin dissociation curves are satisfactorily represented 
by Hill’s equation by putting the value of n— 1 within the limit' 
of my observation. 

5. The mean value of Qio is 1.56 at 5* to 30°C and sudi small value 
may indicate the stability for oxygen affinity at the change of 
temperature. 

6. Greater amount of heat produced during chemical reaction between- 
oxygen and haemoglobin may be taken to mean that the bl<x>d 
of the eel possesses greater affinity for oxygen than that of the' 
frog and human blood. 

The writer wishes to express his indebtness to Prof. Dr. S. Hatai 

and Dr. S. Komine for very valuable suggestions and advices. 
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Melons im Oogonium von Sargassum Homeri 
(Turn.) Ag. 

Von 

Sakuiciii Okabe. 

(Biologischos Institut der Kaiserlichon Tfthoku Universitit, Sendai.) 

Unter den Fucaceen wurde die Gattung Fucus friiher schon von 
Strasburgek (1897), Farmer un^ Williams (1898) und Yamanouchi 
(1909) cytologisch untersucht; besonders der lotztgenannte Autor hat 
eine sehr schone Arbeit iiber die Reduktionsteilung und Befruchtung 
bei Fucus vesciculosis gcschriciben. 

Uber die Karyokinese von Sargassum publizierlt'n Tahaka und 
Shimofomat (1926) eine kurzc Mitteilung, in der sic haupts'achlich 
die erste Metaphase der Reduktionsteilung des Oogoniumkerns von 
Sargassum enerve behandelten ; sie konntcn 32 Gemini und je ein 
Centrosom an jedem Pol erkennen. Im vorigi n Jahre hat Kunieda 
iiber die Kcrnteilung und Befruchtung von Sargassum Horneri etwas 
umfangreichere Ergebnisso mitgeteilt. Aber seine Resultale stimmcn 
mit denen der vorhergehenden Forscher beziiglich der Chromosomen- 
zahl und des Bcfruchtungsvorgangs nicht iiberein. Shimotomai (1928) 
hat bei Cystophyllum sisymbrioides ein ganz glciches Resultat wie bei 
Sargassum enerve erhalten. Alle eben genannle Autoren hab(n aber 
die Einzelheiten der Kernteilungsvorgange ni(*ht ausfiihrrch beschrieben. 

In diesem Friihling veranlasste mich Herr Prof. M. Tahara, die 
Vorgangc der Reduktionsteilung von Sargassum noch nahcr zu unter* 
suchen. Deshalb habe ich bei meinem Aufenthalt auf dtr biologischcn 
Station der kaiserlichen Tokyo-Universitat in MLsaki die Karyokinese 
im Oogonium von Sargassum Horneri beobachtet. Gleich/citig hat 
Herr Prof. M. Tahara auf der biologischcn Station der hiesigen 
Universitat in Asamushi die Oogenese von Coccophora LangsdorfU, 
einer im Japanischen Meer einheimischen Art, ausfiihrlich untersucht; 
seine Resultate wurden schon in der vorhergehenden Nummer dieser 
Zeitschrift veroffentlicht. 

Im Friihjahr wuchern in Misaki verschiedene Arten von Sargassum. 
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Ich habe aber ausschliesslich Sargassum Homeri als giinstiges Material 
fiir meine Untersuchung benutzt^ denn der Oogoniuinkern dieser Alge 
ist grosser als der der ubrigen» und iiberdies ist die Umgebung des 
Oogoniumkerns bei jener Art gewohniich chroinatophorenarm. Die 
Karyokinese des Oogoniumkerns beginnt im Konzeptakel einige Stunden 
vor der Oogonienentleerung. Da die Entleerung der Oogonien, wie 
Tahara (1913) schon naher untersucht hat, simultan und periodisch 
an einem bestimmten Tage vor sich geht, so kann man haufig um 
diese Zeit verschiedene karyokinetische Phasen beobachten. Wenn 
der Oogoniumkern in die meiotische Phase eintritt, so erfoigt auch 
eine merkwiirdige Veranderung im Cytoplasma, d. h, die bis dahin in 
der Peripherie des Oogoniums gelegenen Chromatophoren wandcm 
allmahlich in die Umgebung des Kerns (Textfig, 1). Dkser Zustand 
lasst sich selbst beim lebenden Material mit schwacher Vergrosserung 
ohne Schwierigkeit klar erkennen. Darum konnte ich genug Material 
in den geeigneten Phasen der meiotischen Kernteilung von Sargassum 
Homeri fixieren. 

Bei der karyologischen Erforschung der Algen muss man besonders 
auf die Fixierung des Materials achtgeben. Tahara hat auf Grund 
langer Erfahrungen eine Fliissigkeit gef unden, die sich zur Fixierung 
des Oogoniumkerns von Sargassum und nahe verwandten Gattungen 
besonders eignet. Sie besteht aus: — • 

Stockibsung von Chromsaure (Seewasser 98 ccm, gesattigte 


Lbsung von Chromsaure 2 ccm) 65 ccm 

Seewasser 35 ccm 

29i Osmiums’aure 5 ccm 

Eisessigsaure 2.5 ccm 


Diese Fliissigkeit ahnelt der FLEMMiNclbsung in der Bonner Konzen- 
tration bez. des Verhaltnisses der Osmiumsaure und Essigsaure, aber 
die der Chromsaure ist sehr viel grosser. Bei der Benutzung dieser 
Lbsung darf man aber die Konzentration der Chromsaure je nach 
dem Material etwas verandern. Das vorliegende Material wurde mit 
dieser Fliissigkeit meistens 4-7 Stunden lang fixiert, noch langeres 
Liegenlassen in dieser Lbsung ist n£ch meiner Erfahrung in diesem 
Falle ganz unnbtig. Wenn man mit diesem Fixierungi$mittel gute 
Resultate gewinnen will, so ist es wesentlich, die Rezeptakel so klein 
wie mbglich, etwa 1 mm dick, quer zur Langsachse, zu zerschneiden. 
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Das fixierte Material wird nach vorsichtiRer Rehandlung mit verschieden 
prozentigem Alkohol und Chloroform in Paralfin von -WC Schmelzpunkt 
eingcbettet. Das Einhetten des Oogoniums machte meist nicht so 
grosse Schwicrigkeiten, wic ich zunachst befiirchtet hatte. Die Farbung 
der 5-15 M dick geschnittenen Paraffinschnitte erfolgte mit Safranin* 
Lichtgriin und Hridenhains Eisenalaunhamatoxylin. 



a l> 

Textfig. 1. Oogonicn von Sargassum Hornfiti. ca. x200. 

a: Ruhestadium. h: Synapsisstadium. Die Chroma tophoren sind im Cyto- 
plasma gloichmassig zcrstreut. 

Im vollstandigen Ruhestadium enthalt der Oogoniumkern gew(3hnlich 
einen grossen Nukleolus und ein kleines, stark tingierbares Stabchen, 
welches zuweilen nadel- oder ringformig ist, und viele kleine Chromatin- 
kiirner, die an den in der Kernhohle in verschi(‘dener Richtung durch- 
laufenden Lininfaden verteilt sind (PL XXVII, Fig. 1). In diesem 
Stadium ist es leicht, im Cytoplasma des Oogoniums drei Schichten 
zu unterscheiden (Textfig. 1. a). Die innerste Schicht ist diinn und 
umgibt direkt den Kern als eine dichte Plasmascheide, die am fixierten 
Material sehr feine, wabige Struktur z('igt. In dieser Plasmascheide 
konnte ich noch in diesem Stadium weder Strahlung noch ein Centrosom 
beobachten. Die nachstc ausere Schicht ist bei weitem breiter als die 
erste und sieht durchsichtig aus, weil die Wabenstmktur bei dieser 
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Schicht viel li)ckerer ist. Dio ausersto Schicht mit einer grossen 
Menge von Chromatophoren ist wieder ganz undurchsichtig. Wenn 
der Kern aus seiner Ruhe aufgevveckt wird, so beginnen die bis dahin 
auf die auserste Schicht beschrankten Chromatophoren sich gleichmassig 
iiber das ganze Cytoplasma zu zerstreuen (Textfig. 1. b). Dabei ist 
es aber sehr inerkwiirdig, dass ein kleiner, an die Kernmembran 
angrenzender Hezirk ganz frei von Chromatophoren zu bleiben pflegt. 
Diesen Bezirk miichte ich vorlaufig Centrosom-Bezirk nennen, weil in 
ihm das Centrosom spater auftritt. Der Ccmtrosom-Bezirk diirfte wohl 
durrh Anhaufung der innersten Plasmaschicht entstanden sein. Das 
synaptische Knauel {jildet sich in der Kerngegend, welche direkt an 
diesen Bezirk angrenzt. 



Textfig. 2. Zvvei Studien helerotyper Teilung des Oogoniumkerns 
\on Sargassum Htyrncn. 

a: Synapsisstadium. ca. X850. b: frilhere Metaphase, wo der Nukleolus 
sehr dllnn wird und die Kernmembran norh teilweise intukt hlcibt. ca. Xll20. 


PI. XXVII, Fig. Z stellt ein friiheres Synapsisstadium dar, wo ein 
kleines, synaptisches Knauel gedrangt an einer Seite des Kerns vorragt. 
Zu dieser Zeit wird der Centro.som-Bezirk sehr plasmareich und zeigt 
dcutliche Strahlungsstruktur, wahrend die dichte Plasmascheide, die 
vorher als mnerste Plasmaschicht die ganze Llmgebung des Kerns 
gleichmassig umschlqssen hatte, allmahlich diinner und diinner wird. 
In der Kernhbhle finden wir eine zuweilen stark tingierbare Substanz, 
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welche nicht als eine Art Chromatin betrachtet werden kann und je nach 
dem Modus der Fixierung ganz verschieden gestaltet ist (PL XXVII, 
Fig. 2--6 und PL XXVIII, Fig. 7-10). Mit dem Fortschreiten des Stadiums 
erstrecken sich die Faden des synaptischen Knauels in die Kernhohle, 
wobei die Strahlung in dem Centrosom-Bezirk deutlicher wird (PL 
XXVII, Fig. 3, Textfig. 1. b und Textfig. 2. a). In der Mitte dieser 
Strahlung suchte ich mit grosser Geduld nach dem Centrosom, aber 
stets vergeblich. Im nachsten Stadium tritt eine grosSe Veranderung 
nicht nur in der Kernhohle, sondern auch in der ausseren Plasmamasse 
ein : die synaptischen Kllemente zerstreuen sich. ohne einen kontinuier- 
lichen Spiremfrden zu bilden, als einzelne Segmente in die Kernhohle, 
und der Centrosom-Bezirk wird auch in diesem Stadium in zwei 
geteilt (PL XXVII, Fig. 4). Yamanouchi (1909) hat schon bei Fucus 
eine ahnlichc Phase beobachiet. Er schreihl : „ The two arms of 
each of these loops thtn separate at the bend — the point of connec- 
tion — and form a pair of bivalent chromosomes in prophase of the 
first division. The bivalent chromosomes remain for a while at spot 
where they were grouped in synapsis, and then become distributed 
in the nuclear cavity (fig. 4) Nach Taharas Untcrsuchung erscheint 
ein kontinuierlicher Spiremfaden, wie bei hohertn Pflanzen, in clem 
entsprechenden Stadium von Coccophora LariMsdorfiL Obwohl Yama- 
nouchi bei Fucus Telosynapsis narhgewiesen hat, vermag ich doch 
nicht zu behaupten, dass sie auch bei meinem Material vorkommt. 

Erst zu dieser Zeit kann man je ein (Centrosom in der Mitte jeder 
Strahlung mit Be.'^timmheit konstatieren. Es is auffalicnd, dass in dcr 
Nahc des Nukleolus fast stets cin stark tingierbarcs Kbrperchen 
vorhanden ist. Etwas Ahnliches wurde von Williams (1901) bei 
Dictyota und von Carter (1927) bei Padina bemerkt und als „chro- 
mophilous spherule “ bezeichnet. Tahara hat das auch bei Coccophora 
gefunden. Im darauf folgenden Stadium werden die in der Kernhohle 
zerstreuten Bivalentchromosomen kJirzer und dicker, und dann folgt 
das Diakinesestadium (PL XXVII, Fig. 5 und 6, und PI. XXVIII, Fig. 7). 
Die beiden Strahlungen mit je eineni Centrosom in der Mitte ziehen 
sich langs der Kernmembran auseinander, bis sie s‘ch etwa um 130" 
voneinander entfernen (PL XXVIll, Fig. 7). PL XXIX, Fig. 8 zeigt ein 
spateres Diakinesestadium, in dem ein Nukleolus, 32 Gemini und zwei 
Spinndelanlagen zu sehen sind. Die Bildung der Spindelfasern beginnt 
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an der Stelle, wo schon Strahlungen vorhanden sind. Die erst noch 
kurzen Fasem wachsen dann allmahlich und dringen in die Kemhohle 
ein. Da das Auftreten der Spindelanlagen gewohnlich nicht gleichzeitig 
ist, wird zuweilen ein Spindelfaserbiischel viel grosser als das andere. 
Mit dem Wachsen der intemuklearen Spindelfasern werden die 
Strahlungen imbCentrosom-Bezirk sehr undeutlich. Die „chromophilous 
spherule** ist in diesetn Stadium schon verschwunden. Wenn eine 
bipolige Spindel, die sich stets von der Achse des Kerns etwas entfemt 
bildet, fertig ist, ziehen sich die 32 Gemini rcgellos in dem mittleren 
Teil der Spindel zusammen. Die Kernmembran und der * Nukleolus 
bleiben noch intakt. Zu dicser Zeit wird die Strahlung wieder auf 
einem Pol deutlich (PI. XXVIII, Fig. 9). Nach Tahara verlauft dasselbe 
Stadium bei Coccophora Langsdorfii etwas verschieden vom meinigen ; 
bei jenor Pflanze verschwindet namlich der Nukleolus schon im 
friiheren Diakinesestadium, und an keinem Pol dor Spindel ist ein 
Centrosom nachweisbar. PI. XXVIII, Fig. 10 gibt dasselbe Stadium 
bei meiner Pflanze in Polansicht wieder, wobei sich die 32 Chromo- 
somen ohne Schwierigkeit zahlen lessen. 

Hier werde ich das Centrosom kurz beschreiben. Obwohl Kunieda 
bei diesrr Alge kein Centrosom bemerkt hat, konnte ich es wie bei 
Fucu^f Cystophyllum und Sargassum enerve in vcrschiedenen karyo- 
kinetischen Stadien, ausgenommcn bei der Synapsis und Interkinese, 
beobachten. In Seitenansicht erscheint das Centrosom meist punkt* 
oder hantelfdrmig, aber in Polansicht ist es in zwei Kdrnchen geteilt 
(PI. XXVIII, Fig. 11). Durch veranderte Einstellung des Mikroskops ist 
dieser Zustand an beiden Polcn leicht zu erkennen. Das hantelfdrmige 
Aussehen, das von Swingle (1897) bei Stypocaulon^ von Stkasburger 
(1897) bei Fucus, von Williams (1904) bei Dictyota und von Carter 
(1927) bei Padina nachgcwiesen wurde, diirfto auf dem engen Zusam- 
menliegen beider Kdrnchen beruhen. 

Vor der Aufldsung der Kernmembran und des Nukleolus ordnen sich 
die Gemini auf der Aquatorialebene (PI. XXVIII, Fig. 12 und Textfig. 
2, b). Die vollstandige Metaphase erfolgt aber erst nach Aufldsung 
der Kernmembran, die gewohnlich von einer Seite nach der anderen 
fortschreitet (PI. XXIX, Fig. 13 und 14). Wic PI. XXIX, Fig. 14 
klar zeigt, sind so grosse Unterschi^de unter den Chromosomen nicht 
wahrnehmbar, ausgenommen dass nur ein Geminus etwas grosser als 
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die iibrigen ist. Kunieda hat schon bei dieser Alge 16 haploide und 
32 diploide Chromosoiticn gezahlt. Er gewann sein Resultat aus der 
Beobachtung der Oogenese, Spermatogenese und der somatischen 
Teilungen bei der Keimentwicklung. Wodurch diese Nichtiiberein- 
stimmung mit meinem Ergebnis entstanden ist, lasst sich im Augenblick 
nicht erklaren. Bei nachster Gelegenheit mochte ich auch die Sper- 
matogenese und Keimentwicklung cytologisch untersuchen. Nach 
neueren Untersuchungen verschiedener Forscher besitzen unter den 
Fucaceen manche Arten, namlich Fucus vesciculosus (Yamanouchi 
1909), Sargassum enerve (Tahara und Shimotomai 1926), Cystophyllum 
sisymbrioides (Shimotomai 1928) und Coccophora Langsdorfii (Tahara 
1929) 32 reduziertc chromosomcn. Es ist sehr wiinschenswert, die 
Chromosomenzahlcn der gesamten Arten verschiedener Gattungen von 
Fucaceen genau zu untersuchen. 

Die Anaphase geht regelmassig vor sich. Die reduzierten Chro- 
mosomen wandern nach jedem Pol, wo das in zwei geteilte Ccntrosom 
sehr deutlich zu sehen ist (PI. XXIX, Fig. 15), In der Telophase ist 
der Zwischenraum beider Tochterkernanlagen sehr ausgcdehnt. Die an 
einer Seite des Kerns gedriickten Chromosomcn losen sich allmahlich 
auf, und zugleich tritt wicdcr eine dichto Plasmamassc direkt ausser- 
halb dcs Kerns, an der poligen Seite beschrankt, auf (PI. XXIX, Fig. 
16). Danach vergrdssert sich der Kern allmahlich und /('igt ein 
feines Netzvverk in seinom Innern (PI. XXIX, Fig. 17). 

Ohne lange Pause beginnt homdotype Teilung. In der Prophase 
treten wieder 32 univalcnte Chromosomcn auf. In der spatcren 
Prophasc treten zwei Ccntrosomen in der Plasmamassc auf, aber 
merkwiirdigcrweise fchlen die Strahlungen um sic herum (PI. XXIX, 
Fig. 19). Die Spindelbildung verlauft in gleichcr Weise wie die 
heterotype Teilung (PI. XXIX, Fig. 20). PI. XXIX, Fig. 21 zeigt eine 
spatere Prophase, in der die Chromosomcn sich an der Stellc sammeln, 
wo die beiden Spindelfaserbiischel zusammentreffcn. Die schon ge- 
spaltenen, hantelfdrmigcn Chromosomcn ordnen sich regelmassig in der 
Aquatorialplatte, und die Kernmembran und der Nukleolus verschwinden 
kurz danach (PI. XXIX, Fig. 22 und 23). Die Anaphase und Telophase 
verlaufen regelmassig ebenso wie die vorhergehende Teilung, und vier 
Kerne werden daraus gebildet. 

Die dritte Teilung, welche acht Kerne in einem Oogonium liefort, 
verlauft ganz gleich wie die homdotype. 



^ 8. OKABE 

ZUSAMMENFASSUNG. 

1. Drei aufeinander folgende Kernteilungen treten in einem 
Oogonium von Sargassum Homeri auf, von denen die ersten zwei 
allotyp sind. 

2. In der Prophase der heterotypen Teilung gibt es die typische 
Synapsis und Diakinese, aber nicht das Spiremstadium. 

3. Die Kemmembran und der Nukleolus verschwinden, wenn die 
Kemplatte da ist. 

4. Bei der Karyokinese sind einige Differenzierungen im Cytoplasma 
sehr deutlich, namlich die Strahlung und das Centrosom. 

5. Diese Pflanze zeigt 32 Haploidchromosomen. Also stimmt 
mein Resultat mit dem Kuniedas nicht uberein. 

Zum Schluss sei es mir gestattet, meinem hochverehrten Lehrer, 
Herrn Prof. Dr. M. Tahara, fiir seine Anregung und seine vielseitigen 
Ratschlage meinen besten Dank auszusprechen. Ich schulde auch 
Herrn Prof. Dr. N. Yatsu, Direktor der Biologi.schen Station zu 
Misaki, fiir seine freundlicbe Unterslutzuug herziichen Dank. 

den 11. Oktober 1929. 
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ERKLARUNG DER TAFELN. 

SMmtliche Bildcr wurden mit Hilfe eines AHMEschen Zeichcnapparats ge* 
zeichnet, unter Benutzung des LKiTZschen Achromat-Objektivs v? und des Zeiss* 
schen Okulars xl5. VergrOsserung 1950. 

TAFEL XXVII. 


Fig. 1. Kcm in Ruhe. 

Fig. 2-3. Synapsis. 

Fig. 4. Sp^teres Stadium, wo die Segmente des synaptisrhen Kniiucls in dcr 
Kemh5hle zerstreut liegen. 

Fig. 5-6. Noch spatcres Stadium in zwei optischen Schnitten. 

TAFEL XXVIII. 

Fig. 7. Frlihere Diakine.so. 

Fig. 8. Spatere Diakinesc. Die Spindelbildung bcginnt. 

Fig. 9. Noch spSteres Stadium in Seitcnansicht. 

Fig. 10. Dasselbe Stadium in Polansicht. 

Fig. 11. Polansicht der Spindel. Zwei winzigc Kdrncheii. d. h. Centriolen. sind 
sichtbar. 

Fig. 12. Frlihere Metaphase der heterutypen Teilung. 

TAFEL XXIX. 

Fig. 13. Heterotype Metaphase in Scitenansicht. 

Fig. 14. Dasselbe Stadium in Polansicht, wobei 32 Chromosomen dcutlich zu 
schcn sind. 

Fig. 15. Anaphase. 

Fig. 16. Telophase. 

Fig. 17. Interkinese. 

Fig. 18-21. Prophasen der homootypen Teilung. 

Fig. 22. Frlihere Metaphase der homootypen Teilung. 

Fig. 23. Homootype Metaphase. 

Fig. 24. HomSotype Anaphase. 
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S. Okabe : Meiosis ini Oogonium von Sargassuni Horneri, 






Report of the BiologiceJ Survey of Mutsu Bay. 

14. Melitodes mutsu, a new Gorgonid*Coral.^^ 

By 

Hikomu Minobe. 

(Zoological Institute, Faculty of Agriculture, Tokyo Imperial Uni\eraity.) 

(With two Text-figures.) 

Through th(‘ courtesy of Professor Hozawa 1 had occasion to 
examine a colony and a few fragments of a Gorgonid-coral from 
Mutsu Bay. They were secured by IVofessor Tauaka on the coast 
of Bentenjima, Omasaki, as well as by Professor Hzoawa near Sai, 
Takaisozaki. On examination the specimens before me proved to be 
of a species of the Genus Melitodes 
hitherto unrecorded. I propose to 
call it Melitodes mutsu. 

Melitodes mutsu, n. sp. 

In the type-specimen which was 
obtained at Bentenjima, the colony 
is of a brick red colour and measures 
6.5 cm. high and 9 cm. across in the 
terminal portion (Text-fig. 1). It 
consists of some short basal stems, 
each of which is 7.5 mm. in diameter 
and almost immediately breaks up 
into branches dichotomously divided 
and flattened especially in the distal 
part. The branches and branchlets 
are arranged in almost parallel 
planes and present anastomoses at 
irregular intervals. Distributed in 
two n)ws are polypes which are 

')A conlnbution from the Marine Biological Station, .Vsamushi, Aomori-Ken. 



rpxt-fig. 1. Melitodes mutsi^ 
n. sp. ( X J) 
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1mm. high by 1.5 mm. wide. The spicules of calyx walls are quite 
similar to those found in Melitodes denso^ KDrenthal. The polype 
spicules (Text-fig. 2, a) are warty spindles, about 0.2 mm. long and 
arranged in transverse rows, while the tentacular spicules (Text-fig. 2, 



Text-fij?. 2. Spicules of Melitodes mutsuy n. ^p. 
a. Polype spicule, b, Tentacular spicule, c, Spicules of coenenehyme. 
d, Spicule of node, (a, c, dx300; by350) 

b) are very thick warty spindles with a median keel on the outer 
side and disposi*d in eight distally converged tentacular groups. There 
are fairly numerous spicules in the coenenehyme, which vary considerably 
in form but not in size (Text-fig. 2, c). They are thick warty spindles 
and measure 0.1 — 0.15 mm. in length. The above-mentioned three 
types of spicules are of a yellowish vermilion colour. The spicules 
found in the node are slender and spindle-shaped with both ends 
.sharply pointed and are provided with minute projections at the middle 
(Text-fig. 2, d). 

Localities^ — Bentenjima, Omasaki ; Takaisozaki, Sai. 

Remarks. — Melitodes mutus, n. sp. is very closely allied to Melitodes 
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denta KiiKENTHAL. The characteristic by which the former may be 
distinguished from the latter exists in the features of the spicules 
contained in the nodes. 
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